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TARGETING CONSTRUCTS AND TRANSGENIC ANIMALS 
PRODUCED THEREWITH 

5 TECHNICAL FTRT.n 

This invention is in the field of molecular biology and medicine. More 
specifically, it relates to novel vector constructs and methods of use thereof for 
introducing heterologous polynucleotides into a host cell Further, the invention relates 
to vector constructs and methods of use thereof to generate transgenic organisms, 
10 particularly transgenic mice. 

BACKGROUND 

In recent years, mouse geneticists have succeeded in creating transgenic animals 
by manipulating the genes of developing embryos and introducing foreign genes into 
15 these embryos. Once these genes have integrated into the genome of the recipient • 
embryo, the resulting embryos or adult animals can be analyzed to determine the 
function of the gene. 

Traditionally, transgenic mice have been generated through DNA microinjection 
approach. Such an approach leads to the creation of "founder" mice having at least one 

20 copy of the transgene randomly integrated into the genome. Because neither the copy 
number nor the integration sites can be controled, transgenic mice generated by this 
method are genetically different from each other. The expression of transgenes in such 
transgenic mice are not uniform because of, for example, the difference in copy numbers 
of the transgene. Furthermore, chromosomal location of the transgene often affects the 

25 expression level of the transgene. For most of in vivo studies, particularly ones where it 
is desirable to compare levels of gene expression across different animals, it is important 
to have the mice with little or no genetic variation (i.e., isogenic mice) in order to reduce 
the systematic error. 

One way of controlling copy number and the chromosomal integration site is by 
30 using targeting constructs to create transgenic animals. U.S. Patent Nos. 5,464,764 and 
5,487,992 describe this type of transgenic animal in which a gene of interest is deleted or 
mutated sufficiently to disrupt its function. These "knock-out" animals are made by 
taking advantage of the phenomena of homologous recombination, (See, also U.S. 
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Patent Nos. 5.631 ,153 and 5,627,059). Using the "knock-out" approach, when the vector 
is introduced into the embryonic stem cell, a sequence becomes integrated into a target 
gene in the genome via homologous recombination. The integration disrupts the 
function of the target gene allows for examination of the phenotype resulting from the 
5 disruption of the gene. Neither of the above methods, however, provide a predictable 
approach for the generation of gene expression reporter transgenic animals which can be 
used for quantitative comparisons of gene expression across different animals transfected 
with the same construct, or for quantitative comparisons of the relative levels of 
expression of two or more different genes. 

10 The present invention solves this and other problems by providing transgenic 

animals in which at least one single-copy, non-essential gene is replaced with a reporter 
expression cassette, for example, a luciferase gene operably linked to a heterologous 
promoter. Thus, the present invention provides novel methods and vector constructs 
useful for the generation of transgenic animals. The invention further includes methods 

15 of using these animals. 

SUMMARY OF THE INVENTION 
The transgenic animals described herein are useful, for example, when studying 
in vivo regulation of selected genes. Also described herein are methods of generating 
20 populations of substantially isogenic transgenic animals, as well as, vectors useful in 
these methods. 

Accordingly, in one embodiment, the subject invention is directed to a transgenic, 
non-human mammal, for example, a rodent such as a mouse. The mammal comprises at 
least one single-copy, non-essential gene in its genome, wherein (i) at least a portion of 

25 at least one single-copy, non-essential gene is replaced by polynucleotide sequences 
heterologous to the gene, and (ii) the polynucleotide sequences comprise a first 
expression cassette which has been introduced into the mammal or an ancestor of the 
mammal, at an embryonic stage. The first expression cassette typically comprises a first 
selectable marker, a first transcriptional promoter element heterologous to the gene, and 

30 light-generating protein coding sequences. The light-generating protein coding 
sequences are operably linked to the promoter element. 
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The single-copy, non-essential gene may be selected, for example, from the 
group consisting of vitronectin, /o^B, and galactin 3 and the first selectable marker may 
be selected from the group consisting of neomycin phosphotransferase II, xanthine- 
guanine phosphoribosyltransferase, hygromycin-B-phosphotransferase, chloramphenicol 
5 acetyltransferase, and adeninephosphoribosyl transferase. 

In alternative embodiments, the first transcriptional promoter element is an 
inducible promoter, a repressible promoter, or a constitutive promoter, and may be 
selected from the group consisting of VEGF, VEGFR, and TIE2. 

In additional embodiments, the transgenic, non-human mammal described above 
10 comprises a second single-copy, non-essential gene in its genome, wherein (i) at least a 
portion of the second single-copy, non-essential gene is replaced by polynucleotide 
sequences heterologous to the second gene, and (ii) the polynucleotide sequences 
comprise a second expression cassette which has been introduced into the mammal or an 
ancestor of the mammal, at an embryonic stage. The second expression cassette 
15 typcially comprises a second selectable marker, a second transcriptional promoter 
element heterologous to the second gene, and light generating protein coding sequences. 
The light generating protein coding sequences are operably linked to the promoter 
element. 

The first and second transcriptional promoter elements and selectable markers 
20 may be the same or different and the light generating protein in the first expression 
cassette can produce a different color of light relative to the light generating protein in 
the second expression cassette. 

In yet a further embodiment, the invention is directed to a method of producing a 
transgenic, non-human mammal, such as a mouse. The mammal has at least one single- 
25 copy, non-essential gene in its genome. The method comprises 

transfecting an embryonic stem cell of the mammal with a linear vector 
comprising 

(a) a first selectable marker and a reporter expression cassette, the reporter 
expression cassette comprising a transcriptional promoter element operably linked to a 

30 light generating protein coding sequence, and 

(b) targeting polynucleotide sequences homologous to a single-copy, non- 
essential gene in said mammal's genome, the targeting polynucleotide sequences 
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flanking (a), wherein (i) the length of the polynucleotide sequences are sufficient to 
facilitate homologous recombination between the vector and the single-copy, non- 
essential gene, and (ii) the transcriptional promoter element is heterologous to the single- 
copy, non-essential gene; 

5 selecting embryonic stem cells which each have the first selectable marker and 

reporter expression cassette integrated into its genome; 

injecting the embryonic stem cells into a host embryo, 
implanting the embryo in a foster mother, 

maintaining the foster mother under conditions which allow production of an 
10 offspring that is a transgenic, non-human mammal carrying the reporter expression 
cassette. 

In certain embodiments, the offspring is capable of germline transmission of the 
reporter expression cassette and the method may further comprise breeding the offspring 
with a mammal which is substantially isogenic with the embryonic stem cells, such that 

15 the breeding yields transgenic Fl offspring carrying the reporter cassette. In particular 
embodiments, the method comprises breeding the first Fl offspring carrying the reporter 
cassette with a second Fl offspring carrying the reporter cassette, wherein the breeding 
yields transgenic F2 offspring carrying the reporter cassette. 

In additional embodiments, the embryonic stems cells may be derived from a 

20 mouse having a dark coat color, the mammal substantially isogenic with the embryonic 
stem cells may have a light coat color, and/or the F2 offspring carrying the reporter 
cassette may have a light coat color. In particular embodiments, the embryonic stems 
cells are derived from a C57BIV6 mouse having a dark coat color, and the mammal 
substantially isogenic with the embryonic stem cells is a C57BU6-Tyr C2j7+ mouse 

25 having a light coat color. 

In still a further embodiment, the subject invention is directed to a vector for use 
in generating a transgenic non-human mammal, for example, a rodent such as a mouse. 
The mammal has. at least one single-copy, non-essential gene in its genome. The vector 
comprises 

30 (a) a first selectable marker and a reporter expression cassette, the reporter 

expression cassette comprising a transcriptional promoter element operably linked to a 
light generating protein coding sequence, and 
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(b) targeting polynucleotide sequences homologous to a single-copy, non- 
essential gene in the mammars genome, the targeting polynucleotide sequences flanking 
(a), wherein (i) the length of the targeting polynucleotide sequences are sufficient to 
facilitate homologous recombination between the vector and the single-copy, non- 
5 essential gene, and (ii) the transcriptional promoter element is heterologous to the single- 
copy, non-essential gene. 

In certain embodiments, the first selectable marker provides a positive selection 
and may be selected from the group consisting of neomycin phosphotransferase II, 
xanthine-guanine phosphoribosyltransferase, hygromycin-B-phosphotransferase, 
10 chloramphenicol acetyltransferase, and adeninephosphoribosyl transferase. Additionally, 
the transcriptional promoter element may be an inducible promoter, a repressible 
promoter, or a constitutive promoter, and may be selected from the group consisting of 
VEGF, VEGFR, and TIE2. 

In alternative embodiments, the vector further comprises a second selectable 
15 marker and at least one target polynucleotide sequence is located between the second 
selectable marker and the first selectable marker. Additionally, the second selectable 
marker may provide a negative selection and may be selected from the group consisting 
of adenosine deaminase, thymidine kinase, and dihydrofolate reductase. 

The vectors described above may be circular and may contain at least one 
20 restriction site whose cleavage results in a linear vector having the following 

arrangement of elements: target polynucleotide sequence - (a) - targeting polynucleotide 
sequences or target polynucleotide sequence - (a) - targeting polynucleotide sequences - 
(second selectable marker). 

The coding sequences of the reporter expression cassette present in the vector 
25 may comprise codons that are optimal for expression in a host system into which the 
expression cassette is to be introduced. Additionally, the targeting polynucleotide 
sequences from single-copy, non-essential genes may be selected ft-om the group 
consisting of vitronectin, /o^B, and galactin 3. 

The light-generating protein in the mammals and methods described above may 
30 be derived from either procaryotic or eucaryotic sources and, in particularly preferred 
embodiments, the light generating protein is a luciferase. 
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These and other embodiments of the present invention will be apparent to those 
of skill in the art in view of the teachings herein. 
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BRIEF DESCRIPTION OF THE DRAWINGS 

Figure 1 is a schematic depicting construction of the pTK53 vector. 
Polynucleotides encoding PGK-P, Neo and TK and 5* and 3' linkers are introduced into 
5 a pKS backbone to produce the vector designated pTK53. 

Figure 2 is schematic depicting construction of the pTK-LucR and pTK-LucYG 
vectors. For pTK-LucR, a polynucleotide encoding LucR is introduced into pTK53. 
Thus, the pTK-LucR construct contains the PGK-P gene, a neomycin (Neo^) gene, a 
thymidine kinase (TK) gene and sequence encoding red luciferase (Luc-R). For pTK- 

10 LucYG, a polynucleotide encoding LucYG is introduced into pTK53, Thus, the pTK- 
LucYG construct contains the PGK-P gene, a neomycin (Neo^) gene, a thymidine kinase 
(TK) gene and a sequence encoding yellow-green luciferase (Luc-YG). 

Figures 3A is a schematic depicting the vector pTKLR-Vn. Sequences 
homologous to the vitronectin gene are inserted into pTK-LucR such that they flank the 

15 Neo' gene and the Luc-R coding sequence. Figure 3B is a schematic depicting targeting 
of the linearized pTKLR-Vn vector to the vintronectin chromosomal locus. The VEGF 
promoter is cloned into the polylinkers between Neo and Luc-R. Upon homologous 
recombination, the Neo-VEGF-LucR transgene is inserted into the Vn gene. In the 
figure, (A) shows the targeting vector pTKLR-Vn and (B) shows the mouse vitronectin 

20 gene. In the figure. Neo - neomycin resistance encoding sequences; TK - thymidine 
kinase encoding sequences; LucR - red luciferase from pGL3Red (Dr. Christopher 
Contag, Stanford University, Stanford. CA). Regions bearing Vn gene translational start 
and stop codons are indicated with arrows. Poly(A) sequences are placed upstream of the 
polylinker to prevent or minimize read-through translation. Figure 3C shows the 

25 nucleotide sequence of vitronectin (SEQ ID NO:38). 

Figure 4A is a schematic depicting the vector pTKLG-Fos. Sequences 
homologous to the FosB gene are inserted into pTK-LucYG such that they flank the Neo^ 
gene and the Luc-YG coding sequence. Figure 4B shows the nucleotide sequence of 
FosB (SEQ ID NO:39). 

30 Figure 5A is a schematic depicting targeting of the linearized pTKLG-Fos vector 

to the FosB chromosomal locus. The VEGFR2 promoter is cloned into the polylinkers 
between Neo and Luc-YG. Upon homologous recombination, the Neo-VEGFR2-LucYG 
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transgene will be inserted into a sequence associated with production of FosB. In the 
figure, (A) shows the targeting vector, and (B) shows the mouse target gene. In the 
figure, Neo - neomycin resistance encoding sequences; TK - thymidine kinase encoding 
sequences; LucYG - yellow green luciferase from pGL3-control vector (Promega, 
5 Madison, WI). Regions bearing FosB gene translational start and stop codons are 
indicated with arrows. Poly(A) sequences are placed upstream of the polylinker to 
prevent or minimize read-through translation. Figure 5B is a schematic depicting 
targeting of the linearized pTKLG-Fos vector to the FosB chromosomal locus. The 
TIE2 promoter is cloned into the polylinkers between Neo and Luc-R. Upon 

10 homologous recombination, the Neo-Tie2-LucYG transgene is inserted into the FosB 
gene. In the figure, (A) shows the targeting vector, and (B) shows the mouse target gene. 
In die figure, Neo - neomycin resistance encoding sequences; TK - diymidine kinase 
encoding sequences; LucYG - yellow green luciferase from pGL3-control vector 
(Promega). Regions bearing FosB gene translational start and stop codons are indicated 

15 with arrows. Poly(A) sequences are placed upstream of the polylinker to prevent or 
minimize read-through translation. 

Figure 6 depicts PGR conditions for genomic screening for promoters useful in 
exemplary targeting constructs of the present invention. 

Figure 7 depicts generation of targeted transgenic mice using the targeting 

20 vectors described herein. 

Figure 8 depicts of schematic representation of Southern blot analysis of 
homologous DNA recombination between pTKLG-Fos targetting vector and the FosB 
gene. 

Figure 9 depicts generation of targeted transgenic mice, using the targeting 
25 vectors described herein, and crosses using such transgenics as well as their offspring 
(Fl, first generation; F2. second generation). 

Figure 10 depicts crosses using transgenic mice of the present invention to 
generate dual luciferase transgenic mice. 
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MODES FOR CARRYING OUT THE INVENTION 
Throughout this application, various publications, patents, and published patent 
applications are referred to by an identifying citation. The disclosures of these 
publications, patents, and published patent specifications referenced in this application 
5 are included to more fully describe the state of the art to which this invention pertains. 
The practice of the present invention will employ, unless otherwise indicated, 
conventional techniques of molecular biology, microbiology, cell biology and 
recombinant DNA, which are within the skill of the art. See, e.g., Sambrook, Fritsch, 
and Maniatis, MOLECULAR CLONING: A LABORATORY MANUAL, 2nd edition 
10 (1989); CURRENT PROTOCOLS IN MOLECULAR BIOLOGY, (F.M. Ausubel et al. 
eds., 1987); the series METHODS IN ENZYMOLOGY (Academic Press, Inc.); PCR 2: 
A PRACTICAL APPROACH (M.J. McPherson, B.D. Hames and G.R. Taylor eds.. 
1995) and ANIMAL CELL CULTURE (R,I. Freshney. Ed., 1987). 

As used in this specification and the appended claims, the singular forms "a," 
15 "an" and "the" include plural references unless the content clearly dictates otherwise. 
Thus, for example, reference to "an antigen" includes a mixture of two or more such 
agents. 

Definitions 

20 As used herein, certain terms will have specific meanings. 

The terms "nucleic acid molecule" and "polynucleotide" are used interchangeably 
to and refer to a polymeric form of nucleotides of any length, either 
deoxyribonucleotides or ribonucleotides, or analogs thereof. Polynucleotides may have 
any three-dimensional structure, and may perform any function, known or unknown. 

25 Non-limiting examples of polynucleotides include a gene, a gene fragment, exons, 
introns, messenger RNA (mRNA), transfer RNA, ribosomal RNA, ribozymes, cDNA, 
recombinant polynucleotides, branched polynucleotides, plasmids, vectors, isolated DNA 
of any sequence, isolated RNA of any sequence, nucleic acid probes, and primers. 

A polynucleotide is typically composed of a specific sequence of four nucleotide 

30 bases: adenine (A); cytosine (C); guanine (G); and thymine (T) (uracil (U) for thymine 
(T) when the polynucleotide is RNA). Thus, the term polynucleotide sequence is Uie 
alphabetical representation of a polynucleotide molecule. This alphabetical 
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representation can be input into databases in a computer having a central processing unit 
and used for bioinfomatics applications such as functional genomics and homology 
searching. 

A "coding sequence" or a sequence which "encodes" a selected polypeptide, is a 
5 nucleic acid molecule which is transcribed (in the case of DNA) and translated (in the 
case of mRNA) into a polypeptide, for example, in vivo when placed under the control of 
appropriate regulatory sequences (or "control elements"). The boundaries of the coding 
sequence are typically determined by a start codon at the 5' (amino) terminus and a 
translation stop codon at the 3' (carboxy) terminus. A coding sequence can include, but 

10 is not limited to, cDNA from viral, procaryotic or eucaryotic mRNA, genomic DNA 
sequences from viral or procaryotic DNA, and even synthetic DNA sequences. A 
transcription termination sequence may be located 3' to the coding sequence. Other 
"control elements" may also be associated with a coding sequence. A DNA sequence 
encoding a polypeptide can be optimized for expression in a selected cell by using the 

15 codons preferred by the selected cell to represent the DNA copy of the desired 

polypeptide coding sequence. "Encoded by" refers to a nucleic acid sequence which 
codes for a polypeptide sequence, wherein the polypeptide sequence or a portion thereof 
contains an amino acid sequence of at least 3 to 5 amino acids, more preferably at least 8 
to 10 amino acids, and even more preferably at least 15 to 20 amino acids from a 

20 polypeptide encoded by the nucleic acid sequence. Also encompassed are polypeptide 
sequences which are immunologically identifiable with a polypeptide encoded by the 
sequence. 

Typical "control elements", include, but are not limited to, transcription 
promoters, transcription enhancer elements, transcription termination signals, 

25 polyadenylation sequences (located 3' to the translation stop codon), sequences for 
optimization of initiation of translation (located 5' to the coding sequence), translation 
enhancing sequences, and translation termination sequences. Transcription promoters 
can include inducible promoters (where expression of a polynucleotide sequence 
operably linked to the promoter is induced by an analyte, cofactor, regulatory protein, 

30 etc.), repressible promoters (where expression of a polynucleotide sequence operably 
linked to the promoter is induced by an analyte, cofactor, regulatory protein, etc.), and 
constitutive promoters. 
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"Expression enhancing sequences" typically refer to control elements that 
improve transcription or translation of a polynucleotide relative to the expression level in 
the absence of such control elements (for example, promoters, promoter enhancers, 
enhancer elements, and translational enhancers (e.g., Shine and Delagamo sequences)). 
5 "Purified polynucleotide" refers to a polynucleotide of interest or fragment 

thereof which is essentially free, e.g., contains less than about 50%, preferably less than 
about 70%, and more preferably less than about 90%, of the protein with which the 
polynucleotide is naturally associated. Techniques for purifying polynucleotides of 
interest are well-known in the art and include, for example, disruption of the cell 

10 containing the polynucleotide with a chaotropic agent and separation of the 
polynucleotide(s) and proteins by ion-exchange chromatography, affinity 
chromatography and sedimentation according to density. 

A "heterologous sequence" as used herein is typically refers to either (i) a nucleic 
acid sequence that is not normally found in the cell or organism of interest, or (ii) a 

15 nucleic acid sequence introduced at a genomic site wherein the nucleic acid sequence 
does not normally occur in nature at that site. For example, a DNA sequence encoding a 
polypetide can be obtained from yeast and introduced into a bacterial cell In this case 
the yeast DNA sequence is "heterologous" to the native DNA of the bacterial cell. 
Alternatively, a promoter sequence from a Tie2 gene can be introduced into the genomic 

20 location of ^fosB gene. In this case the Tie2 promoter sequence is "heterologous" to the 
native fosB genomic sequence. 

A "polypeptide" is used in it broadest sense to refer to a compound of two or 
more subunit amino acids, amino acid analogs, or other peptidomimetics. The subunits 
may be linked by peptide bonds or by other bonds, for example ester, ether, etc. As used 

25 herein, the term "amino acid" refers to either natural and/or unnatural or synthetic amino 
acids, including glycine and both the D or L optical isomers, and amino acid analogs and 
peptidomimetics. A peptide of three or more amino acids is commonly called an 
oligopeptide if the peptide chain is short. If the peptide chain is long, die peptide is 
typically called a polypeptide or a protein. 

30 "Operably linked" refers to an arrangement of elements wherein the components 

so described are configured so as to perform their usual function. Thus, a given 
promoter that is operably linked to a coding sequence (e.g., a reporter expression 
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cassette) is capable of effecting the expression of the coding sequence when the proper 
enzymes are present. The promoter or other control elements need not be contiguous 
with the coding sequence, so long as they function to direct the expression thereof. For 
example, intervening untranslated yet transcribed sequences can be present between the 

5 promoter sequence and the coding sequence and the promoter sequence can still be 
considered "operably linked" to the coding sequence. 

"Recombinant" as used herein to describe a nucleic acid molecule means a 
polynucleotide of genomic, cDNA, semisynthetic, or synthetic origin which, by virtue of 
its origin or manipulation: (1) is not associated with all or a portion of the polynucleotide 

10 with which it is associated in nature; and/or (2) is linked to a polynucleotide other than 
that to which it is linked in nature. The term "recombinant" as used with respect to a 
protein or polypeptide means a polypeptide produced by expression of a recombinant 
polynucleotide, "Recombinant host cells," "host cells," "cells." "cell lines," "cell 
cultures," and other such terms denoting procaryotic microorganisms or eucaryotic cell 

15 lines cultured as unicellular entities, are used interchangeably, and refer to cells which 
can be, or have been, used as recipients for recombinant vectors or other transfer DNA, 
and include the progeny of the original cell which has been transfected. It is understood 
that the progeny of a single parental cell may not necessarily be completely identical in 
morphology or in genomic or total DNA complement to the original parent, due to 

20 accidental or deliberate mutation. Progeny of the parental cell which are sufficiently 
similar to the parent to be characterized by the relevant property, such as the presence of 
a nucleotide sequence encoding a desired peptide, are included in the progeny intended 
by this definition, and are covered by the above terms. An "isolated polynucleotide" 
molecule is a nucleic acid molecule separate and discrete from the whole organism with 

25 which the molecule is found in nature; or a nucleic acid molecule devoid, in whole or 
part, of sequences normally associated with it in nature; or a sequence, as it exists in 
nature, but having heterologous sequences (as defined below) in association therewith. 

Techniques for determining nucleic acid and amino acid "sequence identity" also 
are known in the art. Typically, such techniques include determining the nucleotide 

30 sequence of the mRNA for a gene and/or determining the amino acid sequence encoded 
thereby, and comparing these sequences to a second nucleotide or amino acid sequence. 
In general, "identity" refers to an exact nucleotide-to-nucleotide or amino acid-to-amino 
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acid correspondence of two polynucleotides or polypeptide sequences, respectively. 
Two or more sequences (polynucleotide or amino acid) can be compared by determining 
their "percent identity." The percent identity of two sequences, whether nucleic acid or 
• amino acid sequences, is the number of exact matches between two aligned sequences 
5 divided by the length of the shorter sequences and multiplied by 1 00. An approximate 
alignment for nucleic acid sequences is provided by the local homology algorithm of 
Smith and Waterman, Advances in Applied Mathematics 2:482-489 (1981). This 
algorithm can be applied to amino acid sequences by using the scoring matrix developed 
by Davhoff, Atlas of Protein Sequences and Structure . M.O. Dayhoff ed.. 5 suppl. 3:353- 
10 358, National Biomedical Research Foundation, Washington. D.C., USA, and 
normalized by Gribskov. Nucl. Acids Res. 14(6):6745-6763 (1986). An exemplary 
implementation of this algorithm to determine percent identity of a sequence is provided 
by the Genetics Computer Group (Madison. WI) in the "BestFit" utility application. The 
default parameters for this method are described in the Wisconsin Sequence Analysis 

15 Package Program Manual, Version 8 (1995) (available from Genetics Computer Group, 
Madison, WI). A preferred method of establishing percent identity in the context of the 
present invention is to use the MPSRCH package of programs copyrighted by the 
University of Edinburgh, developed by John F. Collins and Shane S. Sturrok, and 
distributed by IntelliGenetics, Inc. (Mountain View, CA). From this suite of packages 

20 the Smith-Waterman algorithm can be employed where default parameters are used for 
the scoring table (for example, gap open penalty of 12, gap extension penalty of one. and 
a gap of six). From the data generated the "Match" value reflects "sequence identity." 
Other suitable programs for calculating the percent identity or similarity between 
sequences are generally known in the art, for example, another alignment program is 

25 BLAST, used with default parameters. For example, BLASTN and BLASTP can be 
used using the following default parameters: genetic code = standard; filter = none; 
strand = both; cutoff = 60; expect = 10; Matrix = BLOSUM,62; Descriptions = 50 
sequences; sort by = HIGH SCORE; Databases = non-redundant, GenBank + EMBL + 
DDBJ + PDB + GenBank CDS translations + Swiss protein + Spupdate + PIR. Details 

30 of these programs can be found at the following internet address: 

http://www.ncbi.nlm.gov/cgi-bin/BLAST. When claiming sequences relative to 
sequences of the present invention, the desired degrees of sequence identity are at least 
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80%, 85-90%, preferably 92%, more preferably 95%, and even more preferably 98% 
sequence identity to the reference sequence (i.e., the sequences of the present invention). 

Alternatively, the degree of sequence similarity between polynucleotides can be 
determined by hybridization of polynucleotides under conditions that form stable 

5 duplexes between homologous regions, followed by digestion with single-stranded- 
specific nuclease(s), and size determination of the digested fragments. Two DNA, or 
two polypeptide sequences are "substantially homologous" to each other when the 
sequences exhibit at least about 80%-85%. preferably at least about 85%-90%, more 
preferably at least about 90%-95%, and most preferably at least about 95%-98% 

10 sequence identity over a defined length of the molecules, as determined using the 
methods above. As used herein, substantially homologous also refers to sequences 
showing complete identity to the specified DNA or polypeptide sequence. DNA 
sequences that are substantially homologous can be identified in a Southern 
hybridization experiment under, for example, stringent conditions, as defined for that 

15 particular system. Defining appropriate hybridization conditions is within the skill of the 
art. See, e.g., Sambrook et al., supra] DNA Cloning, supra; Nucleic Acid Hybridization, 
supra. 

Two nucleic acid fragments are considered to "selectively hybridize" as described 
herein. The degree of sequence identity between two nucleic acid molecules affects the 

20 efficiency and strength of hybridization events between such molecules. A partially 
identical nucleic acid sequence will at least partially inhibit a completely identical 
sequence from hybridizing to a target molecule. Inhibition of hybridization of the 
completely identical sequence can be assessed using hybridization assays that are well 
known in the art (e.g., Southern blot. Northern blot, solution hybridization, or the like, 

25 see Sambrook, et al., Molecular Cloning: A Laboratory Manual, Second Edition, (1 989) 
Cold Spring Harbor, N.Y.). Such assays can be conducted using varying degrees of 
selectivity, for example, using conditions varying from low to high stringency. If 
conditions of low stringency are employed, the absence of non-specific binding can be 
assessed using a secondary probe that lacks even a partial degree of sequence identity 

30 (for example, a probe having less than about 30% sequence identity with the target 
molecule), such that, in the absence of non-specific binding events, the secondary probe 
will not hybridize to the target. 
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When utilizing a hybridization-based detection system, a nucleic acid probe is 
chosen that is complementary to a target nucleic acid sequence, and then by selection of 
appropriate conditions the probe and the target sequence "selectively hybridize," or bind, 
to each other to form a hybrid molecule. A nucleic acid molecule that is capable of 
5 hybridizing selectively to a target sequence under "moderately stringent" typically 
hybridizes under conditions that allow detection of a target nucleic acid sequence of at 
least about 10-14 nucleotides in length having at least approximately 70% sequence 
identity with the sequence of the selected nucleic acid probe. Stringent hybridization 
conditions typically allow detection of target nucleic acid sequences of at least about 10- 

10 14 nucleotides in length having a sequence identity of greater than about 90-95% with 
the sequence of the selected nucleic acid probe. Hybridization conditions useful for 
probe/target hybridization where the probe and target have a specific degree of sequence 
identity, can be determined as is known in the art (see, for example, Nucleic Acid 
Hvbridizatio n: A Practical Ap proach, editors B.D. Hames and SJ. Higgins, (1985) 

1 5 Oxford; Washington, DC; IRL Press). 

With respect to stringency conditions for hybridization, it is well known in the art 
that numerous equivalent conditions can be employed to establish a particular stringency 
by varying, for example, the following factors: the length and nature of probe and target 
sequences, base composition of the various sequences, concentrations of salts and other 

20 hybridization solution components, the presence or absence of blocking agents in the 
hybridization solutions (e.g., formamide, dextran sulfate, and polyethylene glycol), 
hybridization reaction temperature and time parameters, as well as, varying wash 
conditions. The selection of a particular set of hybridization conditions is selected 
following standard methods in the art (see. for example, Sambrook, et aL, Molecular 

25 Cloning: A L aboratorv Manual . Second Edition, (1989) Cold Spring Hart)or. N.Y.). 

A "vector" is capable of transferring gene sequences to target cells. Typically, 
"vector construct." "expression vector," and "gene transfer vector," mean any nucleic 
acid construct capable of directing the expression of a gene of interest and which can 
transfer gene sequences to target cells. Thus, the term includes cloning, and expression 

30 vehicles, as well as integrating vectors. 

"Nucleic acid expression vector" or "expression cassette" refers to an assembly 
which is capable of directing the expression of a sequence or gene of interest. The 
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nucleic acid expression vector includes a promoter which is operably linked to the 
sequences or gene(s) of interest. Other control elements may be present as well. 
Expression cassettes described herein may be contained within a plasmid construct. In 
addition to the components of the expression cassette, the plasmid construct may also 
5 include a bacterial origin of replication, one or more selectable markers, a signal which 
allows the plasmid construct to exist as single-stranded DNA (e.g., a M13 origin of 
replication), a multiple cloning site, and a "mammalian" origin of replication (e.g., a 
S V40 or adenovirus origin of replication). 

An "expression cassette" comprises any nucleic acid construct capable of 

10 directing the expression of a gene/coding sequence of interest. Such cassettes can be 
constructed into a "vector," "vector construct," "expression vector," or "gene transfer 
vector," in order to transfer the expression cassette into target cells. Thus, the term 
includes cloning and expression vehicles, as well as viral vectors. 

"Luciferase," unless stated otherwise, includes prokaryotic and eukaryotic 

15 luciferases, as well as variants possessing varied or altered optical properties, such as 
luciferases that produce different colors of light (e.g., Kajiyama. N., and Nakano, E., 
Protein Engineering 4(6):691-693 (1991)). 

"Light-generating" is defined as capable of generating light through a chemical 
reaction or through the absorption of radiation. 

20 A "light generating protein" or "light-emitting protein" is a protein capable of 

generating light in the visible spectrum (between approximately 350 nm and 800 nm). 
Examples include bioluminescent protiens such as luciferases, e,g., bacterial and firefly 
luciferases, as well as fluorescent proteins such as green fluorescent protein (GFP). 
"Light" is defined herein, unless stated odierwise, as electromagnetic radiation 

25 having a wavelength of between about 300 nm and about 11 00 nm. 

"Animal" as used herein typically refers to a non-human mammal, including, 
without limitation, farm animals such as cattle, sheep, pigs, goats and horses; domestic 
mammals such as dogs and cats; laboratory animals including rodents such as mice, rats 
and guinea pigs; birds, including domestic, wild and game birds such as chickens. 

3D turkeys and other gallinaceous birds, ducks,, geese, and the like. The term does not 
denote a particular age. Thus, both adult and newborn individuals are intended to be 
covered. 
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A "transgenic animal" refers to a genetically engineered animal or offspring of 
genetically engineered animals. A transgenic animal usually contains material from at 
least one unrelated organism, such as from a virus, plant, or other animal. The "non- 
human animals" of the invention include vertebrates such as rodents, non-human 
5 primates, sheep, dogs, cows, amphibians, birds, fish, insects, reptiles, etc. The term 
"chimeric animal" is used to refer to animals in which the heterologous gene is found, or 
in which the heterologous gene is expressed in some but not all cells of the animal. 

"Analyte" as used herein refers to any compound or substance whose effects 
{e.g., induction or repression of a specific promoter) can be evaluated using the test 
10 animals and methods of the present invention. Such analytes include, but are not limited 
to, chemical compounds, pharmaceutical compounds, polypeptides, peptides, 
polynucleotides, and polynucleotide analogs. Many organizations (e.g., the National 
Institutes of Healtii, pharmaceutical and chemical coiporations) have large libraries of 
chemical or biological compounds from natural or synthetic processes, or fermentation 
15 broths or extracts. Such compounds/analytes can be employed in the practice of the 
present invention. 

As used herein, tiie term "positive selection marker" refers to a gene encoding a 
product tfiat enables only the cells that carry tiie gene to survive and/or grow under 
certain conditions. For example, plant and animal cells that express the introduced 
20 neomycin resistance (NeoO gene are resistant to the compound G41 8. Cells that do not 
cany the Neo' gene marker are killed by G41 8. Other positive selection markers will be 
known to those of skill in the art. Typically, positive selection markers encode products 
that can be readily asssayed. Thus, positive selection markers can be used to determine 
whetiier a particular DNA construct has been introduced into a cell, organ or tissue. 
25 "Negative selection marker" refers to gene encoding a product which can be used 

to selectively kill and/or inhibit growth of cells under certain conditions. Non-limiting 
examples of negative selection inserts include a heipes simplex virus (HSV)-thymidine 
kinase (TK) gene. Cells containing an active HSV-TK gene are incapable of growing in 
the presence of gangcylovir or similar agents. Thus, depending on the substrate, some 
30 gene products can act as either positive or negative selection markers. 

The term "homologous recombination" refers to tiie exchange of DNA fragments 
between two DNA molecules or chromatids at tiie site of essentially identical nucleotide 
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sequences. It is understood that substantially homologous sequences can accommodate 
insertions, deletions, and substitutions in the nucleotide sequence. Thus, linear 
sequences of nucleotides can be essentially identical even if some of the nucleotide 
residues do not precisely correspond or align (see, above). 

5 A "knock-out" mutation refers to partial or complete loss of expression of at least 

a portion die target gene. Examples of knock-out mutations include, but are not limited 
to, gene-replacement by heterologous sequences, gene disruption by heterologous 
sequences, and deletion of essential elements of the gene (e.g., promoter region, portions 
of a coding sequence). A "knock-out" mutation is typically identified by the phenotype 

10 generated by the mutation. 

A "single-copy gene" as used herein refers to a gene represented in an organism's 
genome only by a single copy at a particular chromosomal locus. Accordingly, a diploid 
organism has two copies of the gene and both copies occur at the same chromosomal 
location. 

15 A "gene" as used in the context of the present invention is a sequence of 

nucleotides in a genetic nucleic acid (chromosome, plasmid, etc.) with which a genetic 
function is associated. A gene is a hereditary unit, for example of an organism, 
comprising a polynucleotide sequence (e.g., a DNA sequence for mammals) that 
occupies a specific physical location (a "gene locus" or "genetic locus") within the 

20 genome of an organism. A gene can encode an expressed product, such as a polypeptide 
or a polynucleotide (e.g., tRNA). Alternatively, a gene may define a genomic location 
for a particular event/function, such as the binding of proteins and/or nucleic acids (e.g., 
phage attachment sites), wherein the gene does not encode an expressed product. 
Typically, a gene includes coding sequences, such as, polypeptide encoding sequences, 

25 and non-coding sequences, such as, promoter sequences, poly-adenlyation sequences, 
transcriptional regulatory sequences (e.g., enhancer sequences). Many eucaryotic genes 
have "exons" (coding sequences) interrupted by "introns" (non-coding sequences). In 
certain cases, a gene may share sequences with another gene(s) (e.g., overlapping genes). 
"Isogenic" means two or more organisms or cells that are considered to be 

30 genetically identical. "Substantially isogenic" means two or more organisms or cells 
wherein, at the majority of genetic loci (e.g.. greater than 99.000%, preferably more Uian 
99.900%, more preferably greater than 99.990%, even more preferably greater than 
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99.999%), there exists genetic identity between the organisms or cells being compared. 
In the context of the present invention, two organisms (for example, mice) are considered 
to be "substantially isogenic" if, for example, inserted transgenes are the primary 
differences between the genetic make-up of the mice being compared. Further, if, for 
5 example, the genetic backgrounds of the mice being compared are the same with the 
exception that one of the mice has one or several defined mutation(s) (for example, 
affecting coat color), then these mice are considered to be substantially isogenic. An 
example of two strains of substantially isogenic mice are C57BL/6 and C57BL/6-Tyr 
C2j/+. 

10 A "pseudogene" as used herein, refers to a type of gene sequence found in the 

genomes, typically, of eucaryotes, where the sequence closely resembles a known 
functional gene, but differs in that the pseudogene is non-functional. For example, the 
pseudogene sequence may contain several stop codons in what would correspond to an 
open reading frame in the functional gene. Pseudogenes can also have deletions or 

15 insertions relative to their corresponding functional gene. If, for example, in a genome 
there is a functional gene and a related pseudogene, the functional gene is considered to 
be a single-copy gene (accordingly, the pseudogene is considered to be single-copy as 
well). 

A "non-essential gene" refers to a gene whose deletion, disruption, elimination, 
20 reduction of gene function, or mutation is non-lethal, and does not obviously adversely 
affect the organisms' ability to mature and reproduce. A "non-essential gene with no 
phenotype" refers to a non-essential gene whose deletion, disruption, elimination, 
reduction of gene function or mutation has no deleterious effect on the organism. 
Typically there are no phenotypically reflected gene dosage effects associated with 
25 modification of a non-essential gene with no phenotype - for example, deletion, 
disruption or mutation of both copies of a non-essential gene with no phenotype in a 
diploid organism has essentially the same effect as deletion, disruption, or mutation of 
one of the two copies present in the diploid organism. In the context of the present 
invention, a non-essential gene is typically one whose function has been eliminated (e.g., 
30 by a deletion mutation) and such elimination of function was non-lethal and the organism 
developed, matured, and was able to reproduce. 
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The "native sequence" or "wild-type sequence" of a gene is the polynucleotide 
sequence that comprises the genetic locus corresponding to the gene, e.g., all regulatory 
and open-reading frame coding sequences required for expression of a completely 
functional gene product as they are present in the wild-type genome of an organism. The 
5 native sequence of a gene can include, for example, transcriptional promoter sequences, 
translation enhancing sequences, introns, exons, and poly-A processing signal sites. It is 
noted that in the general population, wild-type genes may include multiple prevalent 
versions that contain alterations in sequence relative to each other and yet do not cause a 
discernible pathological effect. These variations are designated "polymorphisms" or 
10 "allelic variations." 

By "replacement sequence" is meant a polynucleotide sequence that is substituted 
for at least a portion of the native or wild-type sequence of a gene. 

"Linear vector" or "linearized vector," as used herein, is a vector having two 
ends. For example, circular vectors, such as plasmids, can be linearized by digestion 
15 with a restriction endonuclease that cuts at a single site in the plasmid. Preferably, die 
targeting vectors described herein are linearized such that the ends are not within the 
targeting sequences. 

General Overview 

20 The present invention relates to vector constructs and methods of creating 

transgenic animals to be used, for example, as test systems. Methods of using die 
animals of the present invention include, but are not limited to, using these animals for 
studies involving tumor growth and other disease conditions. In the practice of the 
present invention, transgenic, non-human mammals are constructed where a single-copy, 

25 non-essential gene is replaced by a reporter expression cassette, preferably a gene 

encoding a light-generating protein, such as a luciferase-encoding gene, operably linked 
to a promoter. A variety of promoters are useful in the practice of the present invention, 
for example, promoters derived from genes associated with tumorigenesis or 
angiogenesis. Thus, an exemplary promoter can be one that is associated with proteins 

30 induced during tumorigenesis, for instance in the presence of tumor generating 

compounds or of tumors themselves. In this way, expression of the reporter cassette is 
induced in the animal when, for example, tumors are present, and progression of the 



wo 01/18225 



PCT/US99/30078 



21 



tumor can be evaluated by non-invasive imaging methods using the whole animal. 
Another exemplary promoter is one that is derived from a gene associated with 
angiogenesis. Because the promoter is linked to a reporter such as luciferase, non- 
invasive monitoring of the progression of angiogenesis is possible. 
5 Various forms of the different embodiments of the invention, described herein, 

may be combined. 

Non-invasive imaging and/or detecting of light-emitting conjugates in 
mammalian subjects was described in U.S. Patent No. 5,650,135, by Contag, et al., 
issued 22 July 1997. This imaging technology can be used in the practice of the present 
10 invention in view of the teachings of the present specification. In the imaging method, 
the conjugates contain a biocompatible entity and a light-generating moiety. 
Biocompatible entities include, but are not limited to, small molecules such as cyclic 
organic molecules; macromolecules such as proteins; microorganisms such as viruses, 
bacteria, yeast and fimgi; eukaryotic cells; all types of pathogens and patiiogenic 
15 substances; and particles such as beads and liposomes. In another aspect, biocompatible 
entities may be all or some of the cells that constitute the mammalian subject being 
imaged, for example, cells carrying the vector constructs of the present invention 
expressing a reporter expression cassette. 

Light-emitting capability is conferred on the biocompatible entities by the 
20 conjugation of a light-generating moiety. Such moieties include fluorescent molecules, 
fluorescent proteins, enzymatic reactions giving off photons and luminescent substances, 
such as bioluminescent proteins. In the context of the present invention, light emitting 
capability is typically confered on target cells by having at least one copy of a light- 
generating protein, e.g.. a luciferase, present. In preferred embodiments, luciferase is 
25 operably linked to appropriate contiol elements which can facilitate expression of a 
polypeptide having luciferase activity. Substrates of luciferase can be endogenous to the 
cell or applied to the cell or system (e.g., injection into a transgenic mouse, having cells 
carrying a luciferase construct, of a suitable substrate for the luciferase, for example, 
luciferin). The conjugation may involve a chemical coupling step, genetic engineering of 
30 a fusion protein, or the transformation of a cell, microorganism or animal to express a 
light-generating protein. 
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Targeting Constructs 

The targeting cassettes described herein typically include the following 
components: (1) a suitable vector backbone; (2) a polynucleotide encoding a light 
generating protein (3) a promoter operably linked to the light generating protein- 
5 encoding gene, wherein the promoter is heterologous to the light generating protein 
coding sequences; (4) a sequence encoding a positive selection marker; (5) insertion sites 

* 

flanking the sequence encoding the positive selection marker and the polynucleotide 
encoding a light generating protein gene, for insertion of sequences which target a 
single-copy, non-essential chromosomal gene; and, optionally, (6) a sequence encoding a 

10 negative selection marker. Exemplary targeting constructs are shown in Figures 3B, 5A 
and SB and described in Examples 1-3. 

Suitable vector backbones generally include an Fl origin of replication; a colEl 
plasmid-derived origin of replication; polyadenylation sequence(s); sequences encoding 
antibiotic resistance (e.g., ampicillin resistance) and other regulatory or control elements. 

15 Non-limiting examples of appropriate backbones include: pBluescriptSK (Stratagene, La 
JoUa, CA); pBluescriptKS (Stratagene, La JoUa, CA) and other commercially available 
vectors. 

In one aspect of the invention the light generating protein is luciferase. 
Luciferase coding sequences useful in the practice of the present invention include, but 

20 are not limited to, sequences obtained from lux genes (procaryotic genes encoding a 
luciferase activity) and luc genes (eucaryotic genes encoding a luciferase activity). A 
variety of luciferase encoding genes have been identified including, but not limited to, 
die following: B.A. Sherf and ICV. Wood, U.S. Patent No. 5,670,356, issued 23 
September 1997; Kazami, J., et al., U.S. Patent No. 5,604.123, issued 18 February 1997; 

25 S. Zenno, et ai, U.S. Patent No. 5,61 8,722; K. V. Wood, U.S. Patent No. 5,650,289, 
issued 22 July 1997; K.V. Wood, U.S. Patent No. 5,641,641, issued 24 June 1997; N. 
Kajiyama and E. Nakano, U.S. Patent No. 5,229,285, issued 20 July 1993; M,J. Cormier 
and W.W. Lorenz, U.S. Patent No. 5,292,658, issued 8 March 1994; M.J. Cormier and 
W.W. Lorenz. U.S. Patent No. 5.418,155, issued 23 May 1995; de Wet, J.R., et al, 

30 Molec. Cell Biol TllS-iyi, 1987; Tatsumi, H.N., et al, BiochirtL Biophys. Acta 
1 131:161-165, 1992; and Wood. K.V.. et al. Science 244:700-702, 1989. Eukaryotic 
luciferase catalyzes a reaction using luciferin as a luminescent substrate to produce light, 
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whereas prokaryotic luciferase catalyzes a reaction using an aldehyde as a luminescent 
substrate to produce light. 

Wild-type firefly luciferases typically have an emission maxima at about 550 nm. 
Numerous variants with differing emission maxima have also been studied. For 
5 example. Kajiyama and Nakano (Protein Eng. 4(6):691-693, 1991; U.S. Patent No. 
5,330,906, issued 19 July 1994) teach five variant firefly luciferases generated by single 
amino acid changes to the iMciola cruciata luciferase coding sequence. The variants 
have emission peaks of 558 nm, 595 nm, 607 nm, 609 nm and 612 nm. A yellow-green 
luciferase with an emission peak of about 540 nm is commerically available from 

10 Promega, Madison, WI under the name pGL3. A red luciferase with an emission peak of 
about 610 nm is described, for example, in Contag et al. (1998) Nai Med, 4:245-247 and 
Kajiyama et al. (1991) Prot Eng. 4:691-693. 

Positive selection markers include any gene which a product that can be readily 
asssayed. Examples include, but are not limited to, a hprt gene (Littlefield, J. W., 

15 Science 145:709-710 (1964)), a xanthine-guanine phosphoribosyltransferase (gpt) gene, 
or an adenosine phosphoribosyltransferase (aprt) gene (Sambrook et al., supra), a 
thymidine kinase gene (i.e "TK") and especially the TK gene of herpes simplex virus 
(Giphart-Gassler, M. et al., Mutat. Res. 214:223-232 (1989)), a nptH gene (Thomas, K. 
R. et al., Cell 51:503-512 (1987); Mansour, S. L. et al., Nature 336:348-352 (1988))^ or 

20 other genes which confer resistance to amino acid or nucleoside analogues, or . 
antibiotics, etc, for example, gene sequences which encode enzymes such as 
dihydrofolate reductase (DHFR) enzyme, adenosine deaminase (ADA), asparagine 
synthetase (AS), hygromycin B phosphotransferase, or a CAD enzyme (carbamyl 
phosphate synthetase, aspartate transcarbamylase, and dihydroorotase). Addition of the 

25 appropriate substrate of the positive selection marker can be used to determine if the 
product of the positive selection marker is expressed, for example cells which do not 
express the positive selection marker nptll, are killed when exposed to the substrate 
04 1 8 (Gibco BRL Life Technology, Gaithersburg, MD). 

The targeting vector typically contains insertion sites for inserting targeting 

30 sequences {e.g., sequences that are substantially homologous to the target sequences in 
the host genome where integration of the targeting vector/expression cassette is desired). 
These insertion sites are preferably included such that there are two sites, one site on 



wo 01/18225 



PCT/DS99/30078 



24 

either side of the sequences encoding the positive selection marker, light generating 
protein (e.g., luciferase) and the promoter. Insertion sites are, for example, restriction 
endonuclease recognition sites, and can, for example, represent unique restriction sites. 
In this way, the vector can be digested with the appropriate enzymes and the targeting 
5 sequences ligated into the vector. 

Optionally, the targeting construct can contain a polynucleotide encoding a 
negative selection marker. Suitable negative selection markers include, but are not 
limited to, HS V-tk (see, e.g., Majzoub et al. (1996) New Engl 7. Med, 334:904-907 and 
U.S. Patent No. 5,464,764), as well as genes encoding various toxins including the 
10 diphtheria toxin, the tetanus toxin, die cholera toxin and the pertussis toxin. A further 
negative selection marker gene is the hypoxanthine-guanine phosphoribosyl transferase 
(HPRT) gene for negative selection in 6-thioguanine. 

Exemplary promoters and single-copy, non-essential genes for use in the vector 
constructs and methods of the present invention are described below. 

15 

Promoters 

The targeting constructs and transgenic animals described herein contain a 
sequence encoding a light generating protein, e.g., luciferase, gene operably linked to a 
promoter. The promoter may be from the same species as the transgenic animal {e.g., 

20 mouse promoter used in construct to make transgenic mouse) or from a different species 
{e.g., human promoter used in construct to make transgenic mouse). The promoter can 
be derived from any gene of interest. In one embodiment of the present invention, the 
promoter is derived from a gene whose expression is induced during angiogenesis, for 
example pathogenic angiogenesis like tumor development. Thus, when a tumor begins 

25 to develop in a transgenic animal carrying a vector construct of the present invention, the 
promoter is induced and the animal expresses luciferase, which can then be monitored in 
vivo. 

Exemplary promoters for use in the present invention are selected such that they 
are functional in a cell type and/or animal into which they are being introduced. 
30 Exemplary promoters include, but are not limited to, promoters obtained from die 
following mouse genes: vascular endothelial growth factor (VEGF) (VEGF promoter 
described in U.S. Patent No. 5,916,763; Shima et al. (1996) / Bio, Chem. H\\Z%11' 



wo 01/18225 



PCT/US99/30078 



25 

3883; sequence available on NCBI under accession number U4I383); VEGFR2, also 
known as Flk^ 1 , (VEGFR-2 promoter described, for example, in Ronicke et al. ( 1 996) 
C/rc. Res. 79:277-285; Patterson et al. (1995) I Bio. Chem 270:231 1 1-231 18; Kappel et 
al, (1999) Btoo^f 93:4282-4292; sequence available as accession number X89777 of 
5 NCBI database); Tie2, also known as Tek (Tie2 promoter described, for example, in 
Fade! et al. (1998) Biochenu 7. 338:335-343; Schlaeger et al. (1995) Develop, 121:1089- 
1098; Schlager et al. (1997) PNAS USA 94:3058-3063). VEGF is a specific mitogen for 
EC in vitro and a potent angiogenic factor in vivo. In a tumorigenesis study, it was shown 
that VEGF was critical for the initial subcutaneous growth of T-47D breast carcinoma 

10 cells transplanted into nude mice, whereas other angiogenic factors, such as, bFGF can 
compensate for the loss of VEGF after the tumors have reached a certain size (Yoshiji, 
H., et al..l997 Cancer Research 57: 3924-28). VEGF is a major mediator of aberrant EC 
proliferation and vascular permeability in a variety of human pathologic situation, such 
as, tumor angiogenesis, diabetic retinopathy and rheumatoid arthritis (Benjamin LE, et 

15 al..l997 PNAS 94: 8761-66; Soker, S., et al.,1998 Cell 92: 735-745). VEGF is 

synthesized by tumor cells in vivo and accumulates in nearby blood vessels. Because 
leaky tumor vessels initiate a cascade of events, which include plasma extravasation and 
which lead ultimately to angiogenesis and tumor stroma formation, VEGF plays a pivotal 
role in promoting tumor growth (Dvorak, H.F., et al., 1991 J Exp Med 174:1275-8). 

20 VEGF expression was upregulated by hypoxia (Shweiki, D., et al. 1992 Nature 359: 
843-5). VEGF is also upregulated by overexpression of v-Src oncogene (Mukhopadhyay. 
D., et al.,1995 Cancer Res. 15: 6161-5), c-SRC (Mukhopadhyay, D., et al, 1995 Nature 
375: 577-81), and mutant ras oncogene (Plate, K.H., et al.. 1992 Nature 359: 845-8). 
The tumor suppressor p53 downregulates VEGF expression (Mukhopadhyay. D., et 

25 al.,1995 Cancer Res. 15: 6161-5). 

A number of cytokines and growth factors, including PGF and TPA (Grugel, S.. 
et al., 1995 J. Biological Chem. 270: 25915-9), EGF, TGF-b, IL-1. IL-6 induce VEGF 
mRNA expression in certain type of cells (Ferrara, N., et al., 1997 Endocr. Rev. 18: 4- 
25). Kaposi's sarcoma-associated herpesvirus (KSHV) encoded a G-protein-coupled 

30 receptor, a homolog of IL-8 receptor, can activate JNK/SAPK and p38MAPK and 
increase VEGF production, thus causing cell transformation and tumorigenicity (Bais. 
C, et al., Nature 1998 391 :86-9). VEGF overexpression in skin of transgenic mice 
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induces angiogenesis, vascularhyperpermeability and accelerated tumor development 
(Larcher, F., et al.. Oncogene 1998 17:303- II). 

VEGF-B (cDNA sequences available on databases) is a mitogen for EC and may 
be involved in angiogenesis in muscle and heart (Olofsson, B., et ah, 1996 Proc Natl 
5 Acad Sci U S A 93:2576-8 1 ). Shown in vitro, binding of VEGF-B to its receptor 
VEGFR-1 leads to increased expression and activity of urokinase type plasminogen 
activator and plasminogen activator inhibitor, suggesting a role for VEGF-B in the 
regulation of extracellular matrix degradation, cell adhesion, and migration (Olofsson, 
B., et al., 1998 Proc Natl Acad Sci U S A 95:11709-14). 

10 VEGF-C (see, e.g., U.S. Patent No. 5,916,763 and Shima et al., supra) may 

regulate angiogenesis of lymphatic vasculature, as suggested by the pattern of VEGF-C 
expression in mouse embryos (Kukk, E., et al.. 1996 Development 122: 3829-37). 
Although VEGF-C is also a ligand for VEGFR-2, the functional significance of this 
potential interaction is unknown. Overexpression of VEGF-C in the skin of transgenic 

15 mice resulted in lymphatic, but not vascular, endothelial proliferation and vessel 

enlargement, suggesting the major function of VEGF-C is through VEGFR-3 rather than 
VEGFR-2 (Jeltsch M, et al., 1997 Science 276:1423-5). Shown by the CAM assay, 
VEGF and VEGF-C are specific angiogenic and lymphangiogenic growth factors, 
respectively (Oh, S.J., et al., (1997) DeveL Biol 188: 96-109). VEGF-C overexpression 

20 in the skin of transgenic mice resulted in lymphatic, but not vascular, endothelial 
proliferation and vessel enlargement (Jeltsch M, et al., 1997 Science 276:1423-5). 

VEGF-D (cDNA sequences available on databases) is a mitogen for EC. Given 
that VEGF-D can also activate VEGFR-3. it is possible that VEGF-D could be involved 
in the regulation of growth and/or differentiation of lymphatic endothelium (Achen, 

25 M.G., et al., 1998 Proc Natl Acad Sci U S A 95: 548-53). VEGF-D is induced by 
transcription factor c-Fos in mouse (Orlandini, M., 1996 PNAS 93: 1 1675-80). 

VEGFR-1 signaling pathway may regulate normal endothelial cell-cell or cell 
matrix interactions during vascular development, as suggested by the knockout study 
(Fong, G.H., et al., 1995 Nature 376: 65-69). Although VEGFR-1 has a higher affinity 

30 to VEGF than VEGFR-2, it does not transduce the mitogenic signals of VEGF in ECs 
(Soker, S., et al.,1998 Cell 92: 735-745). VEGFR-2 (see, e.g., ROnicke et al, Patterson 
et al., Kappel et al. (1999), supra) appears to be the major transducer of VEGF signals in 
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EC that result in chemotaxis, mitogenicity and gross morphological changes in target 
cells (Soker, S., et al.,1998 Cell 92: 735-745). VEGFR-3 has an essential role in the 
development of the embryonic cardiovascular system before the emergence of lymphatic 
vessels, as shown by the knockout study (Dumont, DJ., et al., 1998 Science 282: 946- 
5 949), Neuropillin- 1 (see, e.g.. Soker et al. ( 1 998) Cell 92:735-745) is a receptor for 
VEGF165. It can enhance the binding of VEGF165 to VEGFR-2 and VEGF165 
mediated chemotaxis (Soker. S., et al..l998 Cell 92: 735-745). Neuropillinl 
overexpression in transgenic mice resulted in embryonic lethality. The embryos 
possessed excess capillaries and blood vessels. Dilated vessels and hemorrhage were also 

10 observed (Kitsukawa, T., et al.. 1995 Development 121: 4309-18). 

Further promoters of interest include, but are not limited to, the following. Ang2 
is expressed only at predominant vascular remodeling sites, such as ovary, placenta, 
uterus (Maisonpierre. P.C., et al.. 1997 Science 277: 55-60). In glioblastoma 
angiogenesis. Ang2 is found to be expressed in endothelial cells of small blood vessel 

15 and capilaries while Angl is expressed in glioblastoma tumor cells (Stratmann, A., 1998 
Am J Pathol 153: 1459-66). Ang2 is up-regulated in bovine microvascular endothelial 
by VEGF, bFGF, cyrokines, hypoxia (Mandriota, S.J., 1998 Circ Res 83: 852-9). Ang2 
transgenic overexpression disrupts angiogenesis, and is embryonic lethal (Maisonpierre, 
P.C;, et al., 1997 Science 277: 55-60). Angl is widely expressed, less aboundant in heart 

20 and liver (Maisonpierre. P.C, et al.. 1997 Science 277: 55-60). Angl is expressed in 
mesenchymal cells and may up-regulate the expression of Tie2 in the endothelial cells 
(Suri.C. et al., 1996 Cell 87: 1171-1 180). Angl overexpression in the skin of transgenic 
mice produces larger, more numerous, and more highly branched vessels (Suri, C. et al., 
Science 1998 282:468-71). Tie2 (see, e.g., Fadel et al,; Schlaeger et al. (1995), and 

25 Schlager et al. (1997), supra) is edothelial cell specific, up-regulated during wound 
healing, follicle maturation (Puri, M.C., et al., 1995 EMBO J 14: 5884-91) and 
pathologic angiogenesis (Kaipainen. A.. 1994 Cancer Research 54: 6571-77), such as, 
glioblastoma (Stratmann, A., 1998 Am J Pathol 153: 1459-66). Tie2 is also expressed in 
non-proliferating adult endothelium and edothelial cell lines (Dumont, D.J., et al. (1994) 

30 Genes & Develop. 8: 1 897-1909). A Tie2 activating mutation causes vascular 
dysmorphorgenesis (Vikkula M, et al ., 1 996 Cell 87: 1 1 8 1 - 1 1 90). Tie2 mutant 
overexpression in transgenic mice is embryonic lethal (Dumont, D.J.. et al., supra). 
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Other promoters useful in the practice of the present invention include, by way of 
example, promoters derived from the sequences encoding the following polypeptide 
products: PTEN (dual specificity phosphatase); BAI (brain-specific angiogenesis 
inhibitor); KAI1 (KANGAI 1); catenin beta-1 (cadherin-associated protein, beta); C0X2 
5 (PTGS2 cyclooxygenase 2, a.k.a. prostaglandin-endoperoxide synthase 2); MMP2 (72 
kDa Type IV-A collagenase); MMP9 (92 kDa type IV-B collagenase); TIMP2 (tissue 
inhibitor of metalloproteinase 2); and TIMP3 (tissue inhibitor of metalloproteinase 3). 

PTEN is a tumor suppressor gene and encodes a protein of 403 amino acids. (Li 
et al. (1997) Science 275:1943-1946; DiCristofano et al. (1998) Nature Genet 19:348- 

10 355). Overexpression of PTEN has been shown to inhibit cell migration and it is 

postulated that this protein may function as a tumor suppressor by negatively regulating 
cell interactions with the extracellular matrix or by negatively regulating the 
PI3K/PKB/Akt signaling pathway. (Tamura et al. (1998) Science 280:1614-1617; 
Stambolic et al, (1998) Cell 95:29-29). Mutations in PTEN have been detected in cancer 

15 cell lines and in the germline of patients having Cowden disease, Lhermitte-Duclos 
disease and Bannayan-Zonana syndrome (diseases and syndromes which are 
characterized by hyperplastic/dysplastic changes in the prostate, skin and colon and 
which are associated with an increased risk of certain cancers, for example, breast 
cancer, prostate cancer and colon cancer). (Marsh et al. (1998) Hum. Molec. Genel 

20 7:507-515; Marsh et al. (1998)/ Med. Genet. 35:881-885; Nelen et al. (1997) Hum. 
Molec. Genet. 6:1383-1387). 

BAIl protein is predicted to be 1 ,584 amino acids in length and includes an 
extracellular domain, an intracellular domain and a 7-span transmembrane region similar 
to that of the secretin receptor. (Nishimori et al. (199?) Oncogene 15:245-2150). The 

25 extracellular region of BAI 1 has a single Arg-Gly-Asp (ROD) motif recognized by 
integrins and also has five sequences corresponding to the thrombospondin type I 
(accession number 188060) repeats that can inhibit angiogenesis includes by basic 
fibroblast growth factor (bFGF, accession number 134920). Shiratsuchi et al. (1997) 
Cytogenet. Cell Genet. 79:103-108, cloned 2 other brain-specific angiogenesis inhibiting 

30 genes, designated BAI2 (accession number 602683) and BAI 3 (accession number 
602684). Thus, it is postulated that members of this gene family may play a role in 
suppression of glioblastoma. 
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KAIl encodes a 267 amino acid protein which is a member of the leukocyte 
surface glyoprotein family. The protein has 4 hydrophobobic transmembrane domains 
and 1 large extracellular hydrophilic domain with three potential N-glycosylation sites. 
(Dong et al! (1995) Science 268:884-886). Molecular analysis of KAIl is described, for 
5 example, in Dong et al. (1997) Genomics 41 ;25-32. KAIl is a tumor metastasis 
suppressor gene that is capable of inhibiting the metastatic process in experimental 
animals. Expression of KAIl is downregulated during tumor progression of prostate, 
breast, lung, bladder and pancreatic cancers in humans, apparently at the transcriptional 
or postranscriptional level Mashimo et al. (1998) PNAS USA 95:1 1307-1 1311, found 
10 that the tumor suppressor gene p53 can directly inactivate the KAIl gene by interacting 
with the region 5' to the coding sequence, suggesting a direct relationship between p53 
and KAIl. 

Catenin beta-1 is an adherens junction (AJ) protein, which are critical for 
establishing and maintaining epithelial cell layers, for instance during embryogenesis, 

15 wound healing and tumor cell metastasis. Molecular analysis, including description of 
sequence homology to plakoglobin (accession number 173325), homology to the 
drosophila gene "armadillo" and interactions with Lef 1/Tcf DNA binding proteins, is 
described, for example, in Nollet et al. (1 996) Genomics 32:413-424; McCrea et al. 
(1991) Science 254:1359-1361 and Korinek et al. (1997) Science 275:1784-1787. In 

20 addition, studies by Korinek et al., supra and Morin et al.(l 997) Science 275: 1787-1 790, 
have indicated that APC (accession number 175100) negatively regulates catenin beta 
and that regulation of this protein is critical to the tumor suppressive effect of APC. 
Abnormally high levels of beta-catenin have been detected in certain human melanoma 
cell lines. (Rubinfeld et al. (1997) Science 275:1790-1792. Koch et al. (1999) Cancer 

25 Res. 59:269-273 report that childhood hepatoblastomas frequently carry a mutated 
degradation targeting box of the beta-catenin gene. Transgenic mice which express 
catenin beta under the control of an epidermal promoter undergo de novo hair 
morphogenesis and eventually these animals develop two types of tumors - epithelioid 
cysts and trichofolliculomas. Gat et al. (1998) Cell 95:605-614. 

30 C0X2 encodes a cyclooxygenase and is a key regulator of prostaglandin 

synthesis. (Hla et al. (1992) PNAS USA 89:7384-7388; Jones et al. (1993) I Biol Ghent 
268:9049-9054), In particular, C0X2 is generally considered to be a mediator of 
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inflammation and overexpression of C0X2 in rat epithelial cells results in elevated levels 
of E-cadherin and Bcl2. (Tsujii & DuBois (1995) Cell 83:493-501). In co-cultures of 
endothelial cells and colon carcinoma cells, cells that overexpress C0X2 produce 
prostaglandins, proangiogenic factors and stimulate both endothelial migration and tube 
5 formation. (Tsujii et al. (1998) Cell 93:705-716). Experiments conducted using APC 
knock-out mice have demonstrated that animals homozygous for a disrupted C0X2 locus 
develop significantly more adenomatous polyps. (Oshima et al. (1996) Cell 87:803-809). 
COX-2 "knock out" mice develop severe nephropathy, are susceptible to peritonitis, 
exhibit reduced arachidonic acid-induced inflammation and exhibit reduced 
10 indomethacin-induced gastric ulceration. (Morham et al. (1995) Cell 83:473-482; 
Langenbach et al. (1995) Cell 83:483-492). Female mice that are deficient in 
cyclooxygenase 2 exhibit multiple reproductive failures. (Lim et al. (1997) Cell 91 : 197- 
208. 

MMP2 is a metalloproteinase that specifically cleaves type IV collagen. A C- 

15 terminal fragment of MMP2, termed PEX, prevents normal biding to alpha- V/beta-3 and 
disrupts angiogenesis and tumor growth. (Brooks et al (1998) Cell 92:391-400). 

MMP9 is a collagenase secreted from normal skin fibroblasts. MMP9 null mice 
exhibit an abnormal pattern of skeletal growth plate vascularization and ossification. 
(Vu et al. (1998) Cell 93:41 1-422). 

20 TIMP2 is a collagenase and appears to play a major role in modulating the 

activity of interstitial collagenase and a number of connective tissue 
metalloendoproteases. (Stetler-Stevenson et al, (1989)/ BioL Chem 264:17372-17378). 
Unlike TIMPl and TIMP3, TIMP2 is not upregulated by TPA or TGF-beta. (Hammani 
et al (1996)7. BioL Chem. 271:25498-25505). 

25 TIMP3 (Wilde et al. (1994) DMA Cell BioL 13:71 1-718) is localized in the 

extracellular matrix in both its glycosylated and unglycosylated forms. Studies of mutant 
TIMP3 proteins have demonstrated that C-terminal trunctions do not bind to the 
extracellular matrix. (Langton et al. (1998) J. BioL Chem 273:16778-16781). 

As one of skill in the art will appreciate in view of the teachings of the present 

30 specification, promoter sequences can be easily derived and isolated from known 

polypeptide sequences or from cDNA or genomic sequences, using method known in the 
art in view of the teachings herein. An exemplary method of isolating promoter 
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sequences using cDNA is via a GenomeWalkeiO kit, commercially available from 
Clontech (Palo Alto. CA), and described on page 27 of the 1997-1998 Clontech catalog. 



Targeting Sequences: Non-Essential Genes 
5 Central to the present invention is the fact that the targeting constructs contain 

"targeting" sequences (flanking, for example, the light generating protein-encoding 
sequence and promoter) derived from a single-copy, non-essential gene. These targeting 
sequences in the construct act via homologous recombination to replace at least a portion 
of the non-essential gene in the genome with the light-generating protein-encoding (e.g.. 
10 luciferase-encoding) sequence operably linked to a promoter. 

Non-limiting examples of targeting sequences for use in generating transgenic 
mice include sequences obtained from or derived from vitronectin, Fos B and galactin 3. 
A search of Mouse Knockout & Mutation Database (Genome Systems, Inc., St. Louis. 
MO) can be used to identify genes that have been knocked-out in mice where the 
15 generated knockout mice displayed no obvious defects. The chromosomal locus for all 
these genes can be used to target promoter-(llght generating protein, e.g., luciferase) 
transgenes similar to what is described in Example 2. Single-copy, non-essential mouse 
genes identified in this manner include, but are not limited to, the following: Moesin 
(Msn), Doi Y.. et al., J Biol Chem 1999. 274:2315-2321; Plasminogen activator 
20 inhibitor, type II (Planh2) and Planhl , Dougherty K.M., Proc Natl Acad Sci USA 1 999, 
96:686-691 ; Protein tyrosine phosphatase, receptor type. B (Ptprb), Elchebly et al. 
(1999) Science 283:1544-1548; Presenilin 1 (Psenl). Guo Q. et al. (1999) Proc Natl 
Acad Sci USA, 96:4125-4130; Protein kinase, mitogen-activated 9 (Prkm9) / 
SAPK/Erk/kinase 2 (Serk2). Kuan CY et al. (1999) Neuron 4:667-676; CD152 antigen 
25 (Cdl52) / CD86 antigen (Cd86) / CD80 antigen (Cd80). Mandelbrot DA, et al. (1999) J 
Exp Med, 189:435-440; Poly (ADP-ribose) polymerase (Adprp), Masutani M, et al. 
(1999). Proc Natl Acad Sci USA 96:2301-2304; Sodium channel, nonvoltage-gated 1 
beta (Scnnlb), Pradervand S, et al. (1999) Proc Natl Acad Sci USA 96: 1732-1737; 
Nuclear receptor coactivator 1 (Ncoal). Qi C. et al. (1999) Proc Natl Acad Sci USA 
30 96:1585-1590; Decay accelerating factor 1 (Dafl). Sun X. et al. (1999) Proc Natl Acad 
Sci USA 1999. 96:628-633; Necdin (Ndn), Tsai TF, et al. (1999) Nat Genet 22:15-16; 
Relaxin (Rln); Zhao L, et al. (1999) Endocrinology 140:445-453; Adenylyl cyclase 8 
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(AdcyS), Abdel-Majid RM, et al. (1998) Nat Genet 19:289-291; Leukemia inhibitory 
factor (Lif), Bugga L, et al. (1998) J Neurobiol 36:509-524; Lectin, galactose binding, 
soluble 3 (Lgals3) and Lgalsl , Calnot C, et al. (1998) Dev Dyn 211:306-313; Urokinase 
plasminogen activator receptor (Plaur) Carmeliet P, et al. (1998) J Cell Biol 140:233- 
5 245; Nitric oxide synthase 1, neuronal (Nosl), Chao DS, et al. (1998) J Neurochem 
71:784-789; Homeo box A7 (Hoxa7), Chen F, et al. (1998) Mech Dev 77:49-57; 
Myosin light chain, phosphorylatable, cardiac ventricles (Mylpc) Chen J, et al. (1998) J 
Biol Chem 273: 1 252-1 256; Homeo box B7 (Hoxb7),Chen F, et al. (1 998) Mech Dev 
77:49-57; Nuclear factor of kappa light chain gene enhancer in B-cells inhibitor, alpha 

10 and beta (Nfkbia and Nfkbib), Cheng JD, et al. (1998) J Exp Med 6: 1055-1062; Enolase 
1 , alpha non-neuron (Enol), Couldrey C, et al. (1998) Dev Dyn 212:284-292; 
Xeroderma pigmentosum, complimentation group A (Xpa), De Vries A, et al. (1998) 
Exp Eye Res 1998, 67:53-59; Von Willebrand factor homolog (Vwf), Denis C, et al. 
(1998) Proc Natl Acad Sci USA 95:9524-9529; Lysosomal acid lipase 1 (Lipl), Du H, et 

15 al. (1998) Hum Mol Genet 7:1347-1354; UNC-5 homolog (C. elegans) 3 (Unc5h3), 
Eisenman LM. et al. (1998) J Comp Neurol 394:106-1 17; Protein phosphatase 1, 
regulatory (inhibitor) subunit IB (Ppplrlb), Fienberg AA, et al. (1998) Science 
281 :838-842; Myel in-associated glycoprotein (Mag) Fujita N, et al. (1998) J Neurosci 
18:1970-1978; Paraoxonase 1 (Ponl), Furlong CE, et al. (1998) Neurotoxicology 

20 19:645-650; Brain derived neurotrophic factor (Bdnf), Gaiek RR, et al. (1998) 
Laryngoscope 108:671-678; Neurotrophin 3 (Ntf3), Garek RR, et al. (1998) 
Laryngoscope 168:67i-678; Myoglobin (Mb); Garry DJ, et al. (1998) Nature 395:905- 
908; Opioid receptor, mu (Oprm), Gaveriaux-Ruff C, et al. (1998) Proc Natl Acad Sci 
USA 95:6326-6330; Neuropeptide Y (Npy), Hollopeter G, et al. (1998) Int J Obes Relat 

25 Metab Disord 22:506-5 12; Procollagen, type I, alpha 1 (Colal ) Hormuzdi SG, et al. 
(1998) Mol Cell Biol 18:3368-3375; Centromere autoanUgen B (Cenpb), Hudson DF, et 
al. ( 1 998) J Cell Biol 141 :309-3 1 9; Oculocerebrorenal syndrome of Lowe (ocrl), Janne 
PA, et al. (1998) J Clin Invest 101:2042-2053; arachidonate 12-lipoxygenase (Aloxl2) 
Johnson EN, et al. (1998) Proc Nad Acad Sci USA 95:3100-3105; H19 fetal liver 

30 mRNA (HI 9), Jones BK, et al. (1 998) Genes Dev 12:2200-2207; Hepatocyte nuclear 
factor 3 gamma (winged helix transcription factor) (Hnf3g), Kaestner KH, et al. (1998) 
Mol Cell Biol 18:4245-4251 ; Bone morphogenetic protein 2 (Bmp2) / Bone 
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morphogenetic protein 7 (Bmp7) and Bmp5. Katagiri T. et al. (1998) Dev Genet 22:340- 
348; Intercellular adhesion molecule (Icaml), Ley K, et al. (1998) Circ Res 83:287-294; 
Glutamyl aminopeptidase (Enpep), Lin Q, et al J Immunol 1998, 160:4681-4687; Prion 
protein (Pmp), Lipp HP. et al. Behav Brain Res 1998, 95:47-54; RAB3A. member RAS 

5 oncogene family (Rab3a), Lonart G, et al. Neuron 1998, 21 : 1 141-1 1 50; Potassium 
voltage gated channel, shaker related subfamily, member 4 (Kcna4), London B, et al., J 
Physiol (Lond) 1998, 509:171-182; Apurinic/apyrimidinic endonuclease (Apex), 
Ludwig DL, et al. Mutat Res 1998, 409:17-29; T-cell receptor gamma, variable 5 (Tcrg- 
V5), Mallick-Wood CA, et al. Science 1998, 279:1729-1733; Nuclear, factor, erythroid 

10 derived 2, like 2 (Nfe212), Martin F, et al. Blood 1998, 91 :3459-3466; hterleukin 1 3 
(1113), McKenzie GJ, et al. Curr Biol 1998, 8:339-340; Sorbitol dehydrogenase 1 (Sdhl), 
Ng T, et al. Diabetes 1998, 47:961-966; Guanine nucleotide binding protein, alpha 1 1 
(Gnal 1), Offermanns S, et al. EMBO J 1998, 17:4304-4312; Estrogen receptor alpha 
(Estra), Ogawa S, et al. Endocrinology 1998, 139:5070-5081; Inlegrin beta 2 (Itgb2), 

15 Intracellular adhesion molecule (Icaml) and CD34 antigen, Oliveira-dos-Santos AJ, et 
al. Eur J Immunol 1998, 28:2882-2892; Angiotensin receptor lb (Agtrlb), Oliverio MI, 
et al. Proc Nad Acad Sci USA 1998, 95:15496-15501; Complement factor B (factor B), 
Pekna M, et al. Scand J Immunol 1998, 47:375-380; Centromere autoantigen B (Cenpb), 
Perez-Castro AV, et al. Dev Biol 1998, 201:135-143; Procollagen, type V, alpha 2 

20 (Col5a2) / Fibrillin 1 (Fbnl), Phelps RG, et al. Mol Med 1998, 4:356-360; Plasminigen 
activator inhibitor, type 1 (Planhl), Pinsky DJ, et al. J Clin Invest 1998, 102:919-928, 
Carmeliet P, et al. J Clin Invest 1993. 92:2756-2760; Placentae and embryos oncofetal 
gene (Pern), Pitman JL, et al. Dev Biol 1998, 202:196-214; Postmeiotic segregation 
increased 1 (S. cerevisiae) (Pmsl), Prolla TA, et al. Nat Genet 1998, 18:276-278; Prion 

25 protein, structural locus (Pm-p), Prusiner SB, et al. Proc Natl Acad Sci USA 1998, 
90:10608-10612, Lledo P-M, et al. Proc Natl Acad Sci U S A 1996, 93:2403-2407, 
Sailer A, et al. Cell 1994, 77:967-968, Weissmann C, et al. Philos Trans R Soc Lond 
[Biol] 1994, 343:431-433, Bueler H, et al. Cell 1993, 73:1337-1347, Weissmann C, et 
al. Intervirology 1993, 35:164-175; NAD (P)H:quinone oxidoreductase, Radjendirane V, 

30 et al. J Biol Chem 1998, 273:7382-7389; Alpha tropomyosin (Tpm 1 ), Rethinasamy P, et 
al. Circ Res 1998, 82:1 16-123; Goosecoid and Goosecoid-like (Gscl). Wakamiya M, et 
al. Hum Mol Genet 1998, 7:1835-1840. Saint-Pore B, et al. Hum Mol Genet 1998. 
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7:1841-1849; Schlafen 1 (Slfnl); Schwarz DA, et al. Immunity 1998, 9:657-668; 
Nuclear factor, erythroid derived 2, ubiquitous (Mafk), Sliavit JA, et al. Genes Dev 1998, 
12:2164-2174; Microphthalmia-associated transcription factor (MitO, Smith SB, et al. 
Exp Eye Res 1998, 66:403-410; Bone morphogenetic protein 6 (Bmp6), Solloway MJ, et 

5 al. Dev Genet 1998, 22:321-339; Phosphatidylinositol glycan, class A (Piga), Takahama 
Y, et al. Eur J Immunol 1998, 28:2159-2166; Paired-related homeobox 2 (Prx2), Berge 
D, et al. Development 1998, 125:3831-3842; Prostaglandin E receptor EPl subtype 
(Ptgerepl), Ushikubi F, et al. Nature 1998, 395:281-284; Immunoglobulin kappa chain 
complex (Igk), van der Stoep N, et al. Immunity 1998, 8:743-750; Adenine 

10 phosphoribosyl transferase (Aprt), Van Sloun PP, et al. Nucleic Acids Res 1998, 
26:4888-4894; Microtubule associated protein 4 (Mtap4), Voss AK, et al. Dev Dyn 
1998, 212:258-266; ; 3-hydroxy-3-methylglutaryl-coenzyme A lyase (Hmgcl), Wang 
SP, et al. Hum Mol Genet 1998, 7:2057-2062; Fibroblast growth factor receptor 4 
(Fgfr4), Weinstein M, et al. Development 1998, 125:3615-3623; Hepsin (Hpn), Wu Q, 

15 et al. J Clin Invest 1 998. 101 :32 1-326; Small inducible cytokine Al 1 (Scyal 1). Yang T. 
et al. Blood 1998, 92:3912-3923; Small nuclear ribonucleoprotein N (Snrpn), Yang T, et 
al. Nat Genet 1998, 19:25-31 ; DNA fragmentation factor, alpha subunit (Dffa), Zhang J, 
et al. Proc Natl Acad Sci USA 1998, 95:12480-12485; Early growth response 1 (Egrl), 
Zheng D, et al. Neuroscience 1998, 83:251-258; Early growdi response 1 (Egrl) / 

20 Hormone receptor (Hmr), Zheng D, et al. Neuroscience 1 998, 83:25 1 -258; 

Hemochromatosis (Hfe),Zhou XY, et al. Proc Natl Acad Sci USA 1998. 95:2492-2497; 
Alpha tropomyosin (Tpml), Blanchard EM, et al. Circ Res 1997. 81:1005-1010; tRNA 
phosphoserine (Trsp), Bosl MR, et al. Proc Natl Acad Sci U S A 1997, 94:5531-5534; 
Angiotensin receptor lb (Agtrlb), Chen X, et al. Am J Physiol 1997, 272:F299-F304; 

25 Xeroderma pigmentosum, complementation group C (Xpc), Cheo DL, et al. Mut Res 
1997, 374:1-9; B cell leukemia/lymphoma 6 (Bcl6), Dent AL, et al. Science 1997, 
276:589-592; Fumarylacetoacetate hydrolase (Fah) / 4-hydroxyphenylpyruvic acid 
dioxygenase (Hpd), Endo F, et al. J Biol Chem 1997, 272:24426-24432; N- 
methylpurine-DNA glycosylase (Mpg), Engelward BP, et al. Proc Natl Acad Sci USA 

30 1997, 94:13087-13092; Interleukin 1 receptor, type 1 (QUI), Glaccum MB, et al. J 
Immunol 1997, 159:3364-3371; N-methylpurine-DNA glycosylase (Mpg), Hang B, et 
al.Proc Natl Acad Sci USA 1997, 94: 12869-12874; Gamma-aminobutyric acid (GABA- 
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A) receptor, subunit alpha 6 (Gabra6), Homanics GE, et al. Mol Pharmacol 1997, 
S i :S88-S96; Superoxide dismutase 2, mitochondrial (Sod2), Huang TT, et al. Arch 
Biochem Biophys 1997, 344:424-432; Interleukin 11 receptor, alpha chain 1 (111 Iral), 
NandurjarHH, et al. Blood 1997. 90:2148-2159; Alkaline phosphatase 5 (Akp5), 
5 Narisawa S, et al. Dev Dyn 1 997, 208:432-446; GATA-binding protein 4 (Gata4), Narita 
N, et al Development 1997, 124:3755-3764; Lymphocyte protein tyrosine kinase (Lck) / 
Fyn protooncogene (Fyn); Page ST, et al Eur J Immunol 1997, 27:554-562; P 
glycoprotein 3 (Pgy3), Schinkel AH, et al. Proc Natl Acad Sci U S A 1997. 94:4028- 
4033; P glycoprotein 1 (Pgy 1) / P glycoprotein 3 (Pgy3), Schinkel AH, et al., Proc Natl 

10 Acad Sci U S A 1997, 94:4028-4033; Creatine kinase, mitochondrial 1, ubiquitous 
(Ckmtl), Steeghs K, et al. J Neurosci Methods 1997, 71:29-41; T cell receptor gamma, 
variable 4 (Tcrg-V4), Sunaga S, et al, J Immunol 1997, 158:4223-4228; la-associated 
invariant chain (p31 form) (li), Takaesu NT, et al. J Immunol 1997, 158:187-199; Solute 
carrier family 18 (vesicular monoamine), member 2 (Slcl8a2), Takahashi N, et al. Proc 

15 Natl Acad Sci USA 1997, 94:9938-9943; Matrix metalloproteinase 7 (Mmp7), Wilson 
CL, et al. Proc Natl Acad Sci U S A 1997, 94:1402-1407; Formin (Fmn).Wynshaw. 
Boris A, et al. Mol Med 1997, 3:372-384; Sypnaptophysin (Syp), Arrandale JM, et al. J 
Biol Chem 1996, 271:21353-21358; Transformation related protein 53 (Trp53), Boehme 
SA, et al. J Immunol 1996, 156:4075-4078; Neuronal nitric oxide synthase (Nosl), 

20 Burnett AL. et al. Mol Medicine 1996, 2:288-296; Eph receptor A2 (Epha2), Chen J, et 
al. Oncogene 1996, 12:979-988; Urokinase plasminogen activator receptor (Plaur); 
Dewerchin M, et al. J Clin Invest 1996, 97:870-878; Growth differentiation factor 9 
(Gdf9), Dong J, et al. Nature 1996, 383:53 1-535; Externally regulated phosphatase 
(Ptpnl6). Dorfman K, et al. Oncogene 1996, 13:925-931 ; Tenascin C (Tnc), Forsberg E, 

25 et al. Proc Natl Acad Sci U S A 1996, 93:6594-6599; Integrin alpha I (Itgal ), Gardner 
H, et al. Dev Biol 1996. 175:301-313; FBI osteosarcoma oncogene B (Fosb), Gruda 
MC. et al. Oncogene 1996, 12:2177-2185; Breast cancer 1 (Brcal), Hakem R, et al. Cell 
1996, 85:1009-1023; Megakaryocyte-associated tyrosine kinase (Matk), Hamaguchi I, et 
al. Biochem Biophys Res Commun 1996, 224:172-179; Apolipoprotein B editing 

30 complex 1 (Apobecl), Hirano K-I. et al. J Biol Chem 1996. 271 :9887-9890; Carboxyl 
ester lipase, Howies PN, et al. J. Biol. Chem. 1996, 271 :7 196-7202; Nuclear factor, 
erythroid derived 2, ubiquitous (Nfe2u), Kotkow KJ, Orkin SH. Proc Natl Acad Sci U S 
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A 1996, 93:3514-3518; Retinoid X receptor gamma (Rxrg), Krezel W, et al. Proc Natl 
Acad Sci U S A 1996, 93:9010-9014; Early growth response 1 (Egrl), Lee SL, et al. 
Mol Cell Biol 1996, 16:4566-4572; Adrenergic receptor, alpha 2b (Adra2b), Link RE, et 
al. Science 1996, 273:803-805; Angiotensin receptor la (Agtrla), Matsusaka T, et al. J 

5 Clini Invest 1996, 98:1867-1877; Interleukin 3 receptor, beta chain I (I13rb2), Nicola 
NA, et al. Blood 1996, 87:2665-2674; Transformation related protein 53 (Trp53), 
Ohashi M, et al. Jpn J Cancer Res 1996, 87:696-701; Leukemia-associated gene (Lag), 
Schubart U K, et al. J Biol Chem 1996, 271 : 14062-14066; Glutathione peroxidase 1 
(Gpxl), Spector A, et al. Exp Eye Res 1996, 62:521-540; Arachidonate 12- 

10 lipoxygenase, leukocyte (Aloxl2i), Sun D, Funk CD. J Biol Chem 1 996, 271 :24055- 
24062; Complement component 3 (C3), Sylvestre D, et al. J Exp Med 1996, 184:2385- 
2392; CD30 antigen (Cd30), Texido G, et al. Eur J Immunol 1996, 26:1966-1969; Fc 
receptor, IgE, low affinity II, alpha polypeptide (Fcer2a), Immunoglobulin heavy chain 5 
(delta-like heavy chain) (Igh-5), Interleukin 4 (JLA) and Terminal-deoxynucleotidyl 

15 transferase, Texido G, et al. Eur J Immunol 1996, 26: 1966-1 969; Apolipoprotein A-II 
(Apoa2), Weng W, Breslow JL. Proc Natl Acad Sci U S A 1996, 93:14788-14794; 
Amyloid beta (A4) precursor protein (App), Zheng H, et al. Ann N Y Acad Sci 1996, 
777:421-426; cAMP responsive element binding protein 1 (Crebl), Blendy JA, et al. 
Brain Res 1995, 681:8-14; Bradykinin receptor, beta 2 {Bdkrb2), Borkowski JA, et al. J 

20 Biol Chem 1995, 270: 13706-13710; Growth factor response protein (Gfrp), Crawford 
PA, et al. Mol Cell Biol 1995, 15:4331-4336; Ciliary neurotrophic factor (CntO, de 
Chiara TM, et al. Cell 1995. 83:313-322; Cyclin dependent kinase inhibitor 1 A (P21) 
(Cdknla); Deng C, et al. Cell 1995, 82:675-684; Granzyme A (Gzma), Ebnet K, et al. 
EMBO J 1995, 14:4230-4239; Very low density lipoprotein receptor (Vldlr), Frykman 

25 PK, et al. Proc Natl Acad Sci U S A 1995, 92:8453-8457; Apolipoprotein E (Apoe) / 
Apolipoprotein A-I (Apoal), Goodrum JF, et al. J Neurobiol 1995, 64:408-416; Nitric 
oxide synthase 1, neuronal (Nosl), Ichinose F, et al. Anesthesiology 1995, 83:101-108; 
Nitric oxide synthase 2, inducible, macrophage (Nos2), Laubach VE, et al. Proc Natl 
Acad Sci U S A 1995, 92:10688-10692; Peroxisome proliferator activated receptor alpha 

30 (Ppara), Lee SS-T. et al. Mol Cell Biol 1995, 15:3012-3022; Growth factor response 
protein (Gfrp), Lee SL, et al. Science 1995, 269:532-535; H19 fetal liver mRNA (H19) / 
Insulin-like growth factor 2 (Igf2). Leighton PA. et al. Nature 1995, 375:34-39; Retinoic 
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acid receptor beta (RAR-beta), Luo J, et al. Mech Dev 1 995, 53:61-71 ; Metallothionein 
1 (Mtl) / Metallothionein 2 (Mt2), Philcox JC, et al. Biochem J 1995, 308:543-546; 
Heme oxygenase (decycling) 2 (Hmox2), Poss KD, et al. Neuron 1995, 15:867-873; Hl- 
0 histone (Hlfv), Sirotkin AM, et al. Proc Natl Acad Sci U S A 1995, 92:6434-6438; 

S Creatine kinase, mitochondrial 1 , ubiquitous (Ckmtl ), Steeghs K, et al. Biochim Biophys 
Acta 1995, 1230:130-138; Tenascin C (Tnc), Steindler DA, et al. J Neurosci 1995, 
15:1971-1983; la-associated invariant chain (li), Takaesu NT, et al. Immunity 1995, 
3:385-396; Neuroblastoma ras oncogene (Nras), Umanofif H, et al. Proc Natl Acad Sci 
USA 1995, 92:1709-1713; Receptor-associated protein of the synapse, 43 kDa (Rapsn), 

10 Willnow TE, et al. Proc Natl Acad Sci USA 1995, 92:4537-4541 ; Vitronectin (Vtn), 
Zheng X, et al. Proc Natl Acad Sci U S A 1995, 92:12426-12430; Preproacrosin (Acr), 
Baba T, et al. J Biol Chem 1994, 269:31845-31849; Vimentin (Vim), Colucci GE, et al. 
Cell 1994, 79:679-694; Tumor necrosis factor receptor superfamily, member lb 
(Tnfrsf lb), Erickson SL, et al. Nature 1994, 372:560-563; Cellular retinoic acid binding 

15 protein I (Crabpl), Gorry P, et al. Proc Natl Acad Sci USA 1994, 91 :9032-9036; cAMP 
responsive element binding protein 1 (Crebl), Hummler F, et al. Proc Natl Acad Sci 
USA 1994, 91:5647-5651; Pore forming protein (Pfp), Kagi D, et al. Nature 1994, 
369:31-37; Src-related kinase lacking C-terminal regulatory tyrosine and N-terminal 
myristylation sit (Srms), Kohmura N, et al. Mol Cell Biol 1994, 14:6915-6925; CD3 

20 polypeptide zeta (Cd3z) / Solute carrier family 22, member I (Slc22al), Koyasu S, et al. 
EMBO J 1994, 13:784-797; Pore forming protein (Pfp), Lowin B, et al. Proc Natl Acad 
Sci USA 1994, 91 :1 1571-1 1575; Retinoic acid receptor, beta (Rarb), Retinoic acid 
receptor beta2 (RARbeta2), Mendelsohn C, et al. Dev Biol 1994, 166:246-258; 
Transthyretin (Ttr), Palha JA, et al. J Biol Chem 1994, 269:33135-33139; Procollagen, 

25 type X, alpha I (CollOal), Rosati R, et al. Nature Genet 1994, 8: 129-135; P 

glycoprotein 3 (Pgy3), Schinkel AH, et al. Cell 1994, 77:491-502; Yamaguchi sarcoma 
viral (v-yes) oncogene homolog (Yes), Stein PL, et al. Genes Dev 1994, 8:1999-2007; 
Fc receptor, IgE, high affmity II, alpha polypeptide (Fcer2a), Stief A, et al. J Immunol 
1994, 152:3378-3390; Pore forming protein (Pfp), Walsh CM, et al. Ptoc Nati Acad Sci 

30 USA 1994, 91:10854-10858; CD2 antigen (Cd2), Evans CF, et al. J Immunol 1993, 
151 :6259-6264; Mannose-6-phosphate receptor, cation dependent (M6pr), Koster A, et 
al. EMBO J 1993, 12:5219-5223; Retinoic acid receptor, alpha (Rara), Li E, et al. Proc 
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Natl Acad Sci USA 1993, 90:1590-1594, Lufkin T, et al. Proc Natl Acad Sci USA 1993, 
90:7225-7229; Retinoic acid receptor, gamma (Rarg), Lohnes D, et al. Cell 1993, 
73:643-658; Tumor necrosis factor receptor 1 (TNF-R-1) (Tnfirl), Pfeffer K, et al. Cell 
1993, 73:457-467; Lectin, galactose binding, soluble 1 (Lgalsl), Poirier F, Robertson EJ. 

5 Development 1993, 1 19:1229-1236; Synapsin I (Synl), Rosahl TW, et al. Cell 1993, 
75:661-670; Tumor necrosis factor receptor 1 (Tnfrl), Rothe J, et al. Nature 1993, 
364:798-802; Beta-2 microglobulin (B2m), Correa I, et al. Proc Natl Acad Sci USA 
1992, 89:653-657; CD2 antigen (Cd2), Killeen N, et al. EMBO J 1992, 1 1 :4329-4336; 
Apolipoprotein E (Apoe), Piedrahita JA, et al. Proc Natl Acad Sci USA 1992, 89:4471- 

10 4475; Myogenic differentiation 1 (Myodl), Rudnicki MA, et al. Cell 1992, 71 :383-390; 
Tenascin C (Tnc), Saga Y, et al. Genes Dev 1992, 6: 1 821-1 831 ; Beta-2 microglobulin 
(B2m), Sanjuan N, et al. J Virol 1992, 66:4587-4590; Neuroblastoma myc-related 
oncogene 1 (Nmycl), Stanton BR, et al. Genes Dev 1992, 6:2235-2247; and 
Hemoglobin alpha chain complex (Hba), Popp RA, et al. Genetics 1983, 105:157-167. 

15 Some preferred single-copy, non-essential genes with no phenotypes of the 

present invention include, but are not limited to, the following: Moesin (Msn), Doi Y., et 
al., J Biol Chem 1999, 274:2315-2321; Plasminogen activator inhibitor, type H (Planh2) 
and Planhl, Dougherty K.M., Proc Natl Acad Sci USA 1999, 96:686-691 ; Nuclear 
receptor coactivator 1 (Ncoal), Qi C, et al. (1999) Proc Natl Acad Sci USA 96: 1585- 

20 1 590; Nuclear factor of kappa light chain gene enhancer in B-ceils inhibitor, alpha and 
beta (Nfkbia and Nfkbib), Cheng JD, et al. (1 998) J Exp Med 6:1055-1062; H19 fetal 
liver mRNA (H19), Jones BK, et al. (1998) Genes Dev 12:2200-2207; Prion protein 
(Pmp), Lipp HP, et al. Behav Brain Res 1998, 95:47-54; Centromere autoantigen B 
(Cenpb), Perez-Castro AV, et al. Dev Biol 1998, 201:135-143; Placentae and embryos 

25 oncofetal gene (Pem), Pitman JL, et al. Dev Biol 1 998, 202: 1 96-21 4; Extemally 
regulated phosphatase (Ptpnl6), Dorfman K, et al. Oncogene 1996, 13:925-931; 
Transformation related protein 53 (Trp53), Ohashi M, et al. Jpn J Cancer Res 1996, 
87:696-701 ; Hl-0 histone (Hlfv), Sirotkin AM, et al. Proc Natl Acad Sci U S A 1995, 
92:6434-6438; Creatine kinase, mitochondrial I, ubiquitous (Ckmtl), Steeghs K, et al. 

30 Biochim Biophys Acta 1995, 1230:130-138; Neuroblastoma ras oncogene (Nras), 
Umanoff H, et al. Proc Natl Acad Sci USA 1995, 92: 1709-1713; Vitronectin (Vtn), 
Zheng X, et al. Proc Nati Acad Sci U S A 1995, 92:12426-12430; Vimentin (Vim), 
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Colucci GE, et ah Cell 1994, 79:679-694; Cellular retinoic acid binding protein I 
(Crabpl), Gorry P, et al. Proc Natl Acad Sci USA 1994, 91 :9032-9036; Retinoic acid 
receptor beta2 (RARbeta2),* Mendelsohn C, et al. Dev Biol 1994, 166:246-258; Retinoic 
acid receptor, alpha (Rara), Li E, et al. Proc Natl Acad Sci USA 1993, 90:1590-1594, 

5 Lufkin T. et al. Proc Natl Acad Sci USA 1993, 90:7225-7229; Lectin, galactose binding, 
soluble 1 (Lgalsl), Poirier F, Robertson EJ. Development 1993. 1 19:1229-1236; 
Myogenic differentiation 1 (Myodl), Rudnicki MA, et al. Cell 1992, 7 1 :383-390; and 
Tenascin C (Tnc), Saga Y, et al Genes Dev 1992, 6:1821-1831. 

In view of the guidance of the present specification, one of ordinary skill in the 

10 art can select similar, suitable, single-copy, non-essential genes in mice and other cell 
types/organisms. 

Assembly of Targeting Cassettes 

The targeting cassettes described herein can be constructed utilizing 

15 methodologies known in the art of molecular biology (see, for example, Ausubel or 
Maniatis) in view of the teachings of the specification. As described above, the targeting 
constructs are assembled by inserting, into a suitable vector backbone, polynuclotides 
encoding a reporter, such as a light-generating protein, e.g., a luciferase gene, operably 
linked to a promoter of interest; a sequence encoding a positive selection marker; and, 

20 optionally a sequence encoding a negative selection marker. In addition, the targeting 
cassette contains insertion sites such that sequences targeting a single-copy, non-essential 
gene can be readily inserted to flank the sequence encoding positive selection marker and 
luciferase-encoding sequence. 

A preferred method of obtaining polynucleotides, suitable regulatory sequences 

25 (e.g., promoters) is PCR. General procedures for PCR as taught in MacPherson et al., 
PCR: A Practical Approach, (IRL Press at Oxford University Press, (1991)). PCR 
conditions for each application reaction may be empirically determined. A number of 
parameters influence the success of a reaction. Among these parameters are annealing 
temperature and time, extension time, Mg2+ and ATP concentration, pH, and the relative 

30 concentration of primers, templates and deoxyribonucleotides. Exemplary primers are 
described below in the Examples. After amplification, the resulting fragments can be 
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detected by agarose gel electrophoresis followed by visualization with ethidium bromide 
staining and ultraviolet illumination. 

In one embodiment, PGR can be used to amplify fragments from genomic 
libraries. Many genomic libraries are commercially available. Alternatively, libraries 
5 can be produced by any method known in the art. Preferably, the organism(s) from 
which the DNA is has no discernible disease or phenotypic effects. This isolated DNA 
may be obtained from any cell source or body fluid {e.g., ES cells, liver, kidney, blood 
cells, buccal cells, cerviovaginal cells, epithelial cells from urine, fetal cells, or any cells 
present in tissue obtained by biopsy, urine, blood, cerebrospinal fluid (CSF), and tissue 

10 exudates at the site of infection or inflammation). DNA is extracted from the cells or 
body fluid using known methods of cell lysis and DNA purification. The purified DNA 
is then introduced into a suitable expression system, for example a lambda phage. 

Another method for obtaining polynucleotides, for example, short, random 
nucleotide sequences, is by enzymatic digestion. As described below in the Examples, 

15 short DNA sequences generated by digestion of DNA from vectors carrying genes 
encoding luciferase (yellow green or red). 

Polynucleotides are inserted into vector genomes using methods known in the art. 
For example, insert and vector DNA can be contacted, under suitable conditions, with a 
restriction enzyme to create complementary or blunt ends on each molecule that can pair 

20 with each other and be joined with a ligase. Alternatively, synthetic nucleic acid linkers 
can be ligated to the termini of a polynucleotide. These synthetic linkers can contain 
nucleic acid sequences that correspond to a particular restriction site in the vector DNA. 
Other means are known and, in view of the teachings herein, can be used. 

25 The final constructs can be used immediately (e,g,, for introduction into ES 

cells), or stored frozen (e.g., at -20^0) until use. Preferably, tiie constructs are linearized 
prior to use, for example by digestion with suitable restriction endonucleases. 
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Transgenic Animals 

The targeting constructs containing the light generating protein coding sequences 
(e.g., luciferase genes) are introduced into a pluripotent cell (e.g., ES cell. Robertson, E. 
J., In: Current Communications in Molecular Biology, Capecchi, M. R. (ed.), Cold 
5 Spring Harbor Press, Cold Spring Harbor, N. Y. ( 1 989), pp. 39-44). Suitable ES cells 
may be derived or isolated from any species or from any strain of a particular species. 
Although not required, the pluripotent cells are typically derived from the same species 
as the intended reciepient. ES cells may be obtained from commercial sources, from 
International Depositories (e.g., the ATCC) or, alternatively, may be obtained as 

10 described in Robertson, E. J., supra. Examples of clonally-derived ES cells lines include 
129/SVJ ES cells, RW-4 and C57BU6 ES cells (Genome Systems, Inc.). 

ES cells are cultured under suitable conditions, for example, as described in 
Ausubel et al., section 9.16, supra. Preferably, ES cells are cultured on stomal cells 
(such as STO cells (especially SNC4 STO cells) and/or primary embryonic fibroblast 

1 5 cells) as described by E. J. Robertson, supra, pp 7 1 - 1 1 2. Culture media preferably 
includes leukocyte inhibitory factor ("lif ') (Gough, N. M. et al., Reprod. Fertil. Dev. 
1:281-288 (1989); Yamamori, Y. et al., Science 246:1412-1416 (1989), which appears to 
help keep the ES cells from differentiating in culture. Stomal cells transformed with the 
gene encoding lif can also be used. 

20 The targeting constructs are introduced into the ES cells by any method which 

will permit the introduced molecule to undergo recombination at its regions of 
homology, for example, micro-injection, calcium phosphate transformation, or 
electroporation (Toneguzzo, R et a!.. Nucleic Acids Res. 16:5515-5532 (1988); Quillet, 
A. et al., J. Immunol. 141:17-20 (1988); Machy, P. et al., Proc. Natl. Acad, Sci. (U.S.A.) 

25 85:8027-803 1 (1988)). The construct to be inserted into the ES cell must first be in the 
linear form. Thus, if the knockout construct has been inserted into a vector as described 
above, linearization is accomplished by digesting the DNA with a suitable restriction 
endonuclease selected to cut only within the vector sequence and not within the knockout 
construct sequence. If the ES cells are to be electroporated to insert the construct, the ES 

30 cells and construct DNA are exposed to an electric pulse using an electroporation 
machine and following the manufacturer's guidelines for use. After electroporation, the 
ES cells are typically allowed to recover under suitable incubation conditions. The cells 
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are then cultured under conventional conditions, as are known in the art, and screened for 
the presence of the construct. 

Screening and selection of those cells into which the targeting construct has been 
integrated can be achieved using the positive selection marker and/or the negative 
5 selection marker in the construct. In preferred embodiments, the construct contains both 
positive and negative selection markers. In one aspect, methods which rely on 
expression of the selection marker are used, for example, by adding the appropriate 
substrate to select only those cells which express the product of the positive selection 
marker or to eliminate those cells expressing the negative selection marker, For 

10 example, where the positive selection marker encodes neomycin resistance. G41 8 is 
added to the transformed ES cell culture media at increasing dosages. Similarly, where 
the negative selection marker is used, a suitable substrate {e,g., gancyclovir if the 
negative selection marker encodes HS V-TK) is added to the cell culture. Either before 
or after selection using the appropriate substrate, the presence of the positive and/or 

15 negative selection markers in a recipient cell can also be determined by others methods, 
for example, hybridization, detection of radiolabelled nucleotides, PGR and the like. In 
preferred embodiments, cells having integrated targeting constructs are first selected by 
adding the appropriate substrate for the positive and/or negative selection markers. Cells 
that survive the selection process are then screened by other methods, such as PGR or 

20 Southern blotting, for the presence of integrated sequences. 

After suitable ES cells containing the construct in the proper location have been 
identified, the cells can be inserted into an embryo, preferably a blastocyst. The 
blastocyts are obtained by perfusing the uterus of pregnant females. In one embodiment, 
the blastocyts are obtained from, for example, the FVB/N strain of mice and the ES cells 

25 are obtained from, for example, the G57BL/6 strain of mice. Suitable methods for 
accomplishing this are known to the skilled artisan, and are set forth by, e.g., Bradley et 
al., (1992) Biotechnology, 10:534-539. Insertion into the embryo may be accomplished 
in a variety of ways known to the skilled artisan, however a preferred method is by 
microinjection. For microinjection, about 10-30 ES cells are collected into a micropipet 

30 and injected into embryos that are at the proper stage of development to permit 

integration of the foreign ES cell containing the construct into the developing embryo. 
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The suitable stage of development for the embryo used for insertion of ES cells is species 
dependent, in mice it is about 3.S days. 

While any embryo of the right stage of development is suitable for use, it is 
preferred that blastocysts are used. In addition, preferred blastocysts are male and, 

5 furthermore, preferably have genes encoding a coat color that is different from that 
encoded by the genes ES cells. In this way, the offspring can be screened easily for the 
presence of the knockout construct by looking for mosaic coat color (indicating that the 
ES cell was incorporated into the developing embryo). Thus, for example, if the ES cell 
line carries the genes for black fur, the blastocyst selected will carry genes for white or 

10 brown fur. 

After the ES cell has been introduced into the blastocyst, the blastocyst is 
typically implanted into the uterus of a pseudopregnant foster mother for gestation. 
Pseudopregnant females are prepared by mating with vasectomized males of the same 
species and successful implantation usually must occur within about 2-3 days of mating. 

15 Offspring are screened initially for mosaic coat color where the coat color 

selection strategy has been employed. Southern blots and/or PGR may also be used to 
determine the presence of the sequences of interest. Mosaic (chimeric) offspring are then 
bred to each other to generate homozygous animals. Homozygotes and heterozygotes 
may be identified by Southern blotting of equivalent amounts of genomic DNA from 

20 mice that are the product of this cross, as well as mice that are known heterozygotes and 
wild type mice. Alternatively, Northern blots can be used to probe the mRNA to identify 
the presence or absence of transcripts encoding either the replaced gene, the light 
generating protein coding sequence (e.g., luciferase gene), or both. In addition, Western 
blots can be used to assess the level of expression of the luciferase protein widi an 

25 antibody against the luciferase gene product. Finally, in situ analysis (such as fixing the 
cells and labeling with antibody) and/or FACS (fluorescence activated cell sorting) 
analysis of various cells from the offspring can be conducted using suitable {e.g., anti- 
luciferase) antibodies to look for the presence or absence of the targeting construct. 
In one embodiment of the present invention, the animals are from the C57BL/6 

30 mouse strain. This strain develops a variety of tumors and has been used to develop a 
number of tumor cells lines, for example, B 16 melanoma cells (including, B 1 6F10, 
B16D5, and B16F1). Lewis lung carcinoma cells (including, LLC. LLC-h59), T241 
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mouse fibrosarcoma cells, RM-1 and pTC2 mouse prostate cancer cells, and MCA207 
mouse sarcoma cells. These cell lines have been extensively used for in vivo tumor 
biology studies after injection into C57BL/6 mice. The generated targeted transgenic 
mice in the Examples are in CS7BLy6 genetic background and these animals are suitable 
5 for injection or implantation of such tumor cells, as well as other tumor cells described in 
literature that are immunocompatent for C57BL/6 mice. Thus, the transgenic animals 
can then be used, for example, to monitor, in vivo, tumor progression (c. j., growth) and 
the efficacy of therapies on tumor regression. For example, where the transgenic animal 
is tumor-susceptible, it is monitored for expression of a reporter, e.g., luciferase, which is 

10 indicative of tumorigenesis and/or angiogenesis. The monitoring of expression of 
luciferase reporter expression cassettes using non-invasive whole animal imaging has 
been described (Contag. C. et al, U.S. Patent No. 5,650, 1 35, July 22, 1 997; Contag, P., et 
al, Nature Medicine 4(2):245-247, 1 998; Contag, C, et al, OSA TOPS on Biomedical 
Optical Spectroscopy and Diagnostics 3:220-224, 1996; Contag, C.H., et al, 

15 Photochemistry and Photobiology 66(4):523-531, 1997; Contag, C.H., et al, Molecular 
Microbiology 18(4):593-603, 1995). Such imaging typically uses at least one photo 
detector device element, for example, a charge-coupled device (CCD) camera. 

The transgenic animals described herein can also be used to determine the effect 
of an analyte (e.g., therapy), for example on tumor progression where the promoter 

20 induces light generating protein (e.g., luciferase) expression when a tumor develops. 
Methods of administration of the analyte include, but are not limited to. injection 
(subcutaneously, epidermally, intradermally). intramucosal (such as nasal, rectal and 
vaginal), intraperitoneal, intravenous, oral or intramuscular. Other modes of 
administration include oral and pulmonary administration, suppositories, and transdermal 

25 applications. Dosage treatment may be a single dose schedule or a multiple dose 
schedule. For example, the analyte of interest can be administered over a range of 
concentration to determine a dose/response curve. The analyte may be administered to a 
series of test animals or to a single test animal (given that response to the analyte can be 
cleared from the transgenic animal). 

30 The following examples are intended only to illustrate the present invention and 

should in no way be construed as limiting the subject invention. 
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EXAMPLES 
Example 1 

Generating the Targeting Cassette and Vector 

5 

A. Creation of the Backbone Vector 

pTK53: The 0.S kb mouse phosphoglycerate kinase 1 promoter was amplified 
with PGK primers (PGKF, SEQ ID NO: 1 : 

ATCGAATTCTACCGGGTAGGGGAGGCGCnT; PGKR, SEQ ID N0:2: 

10 GGCTGCAGGTCGAAAGGCCCGGAGATGAGG) using mouse genomic DNA 
(Genome Systems, Inc.» St. Louis, MO) as template. This fragment was then double 
digested with EcoRI and PstI and cloned into the pKS vector (Stratagene» La Jolla, 
California) which was linearized with the same enzymes. The neomycin gene was 
amplified with NeoF (SEQ ID N0:3: 

15 ACCTGCAGCCAATATGGGATCGGCCATTGAAC) and NeoR (SEQ ID N0:4: 
GGATCCGCGGCCGCCCCCAGCTGGTTCTTTCCGCCTC) primers using 
pNTKV1907 (Stratagene) as a template. The 1 .1 kb PGR fragment was double digested 
with PstI and BamHI and cloned into the pKS-PGK vector which was linearized with the 
same enzymes. This pKS-PGK-Neo vector was used to clone thymidine kinase gene as 

20 follows. Primers TKF (SEQ ID NO: 5: 

GGATCCTCTAGAGTCGAGCAGTGTGGTTTT) and TKR (SEQ ID N0:6: 
GAGCTCCCGTAGTCAGGTTTAGTTCGTCCG) were used to amplify the TK gene 
from pNTKV1907 (Stratagene). The amplified 2kb fragment was then digested with 
BamHI and Sad and cloned into pKS-PGK-Neo vector that was linearized with the same 

25 enzymes. This constructed vector was designated as pTK. A synthetic linker F5R5 was 
made after annealing of two primers (forward primer/F5R51, SEQ ID NO: 7: 
GTACATTTAAATCCTGCAGG; reverse primer, F5R52, SEQ ID N0:8: 
AGrCTCCTGCAGGATTTAAAT). This linker was inserted between Asp718I and 
Hindin sites of pTK and the new construct was designated pTK5. A second synthetic 

30 linker F3R3 was made by annealing of two primers (forward primer, F3R31 , SEQ ID 
N0:9: 

GGCCCGGGCTTAATTAATGCATCATATGGTACCGTTTAAACGCGGCCGCAAG 
CTTGTCGACGGCGCGCCGGCCGGCC; reverse primer, F3R32, SEQ ID NO: 10: 
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GATCGGCCGGCCGGCGCGCCGTCGACAAGCTTGCGGCCGCGTTTAAACGGTA 
CCATATGATGCATTAATTAAGCCCG). ). This linker was inserted between Nofl and 
BamHI sites of pTK and the new construct was designated pTK53. Schematics of the 
vectors are shown are shown in Figure 1. 

5 

B. Introduction of Luciferase 

pTK-LucYG and pTK-LucR: The yellow green luciferase gene was isolated 
from pGL3 vector (Promega) as a HindlH-Sall fragment and was cloned into pGK53 that 
was linearized with the same enzymes. The new construct was designated pTK-LucYG 
10 (8931 bp), shown in Figure 2. 

The red luciferase gene was isolated from pGL3-red vector (Dr. Christopher 
Contag, Stanford University, Stanford, Calif.) as a HindlH-Sall fragment and was cloned 
into pGK53 that was linearized with the same enzymes. The new construct was 
designated pTK-LucR (8931 bp), shown in Figure 2. 

15 

Example 2 
Insertion of Targeting Sequences 

A. Generation of vitronectin targeting vector: The targeting construct 
20 pTKLR-Vn was generated by inserting vitronectin (VN) DNA sequences into pTK-LucR 
vector. 

Vitronectin (VN) is an abundant glycoprotein present in plasma and the 
extracellular matrix of most tissues. In a previous study, it was shown that heterozygous 
mice carrying one normal and one null VN allele and homozygous null mice completely 

25 deficient in vitronectin demonstrate normal development, fertility, and survival. This 
suggests that VN is not essential for cell adhesion and migration during normal mouse 
development (Zheng. X., et al.. Proc NaU Acad Sci U S A 1995 92:12426-30). Mouse 
vitronectin genomic DNA sequence of 5004 bp was obtained from GenBank database 
(Accession number X72091). Based on this sequence, a 1.63 kb 3'end vitronectin 

30 fragment was amplified (reverse primer, VNIR, SEQ ID NO: 1 1 : 

CTGTATTTAAATCTGCCCACCCTATTCAGGACAGTAGTC; forward primer, 
VNIF. SEQ ID NO: 12: CCAATGCATCAACCCAGCCAGGAGGAGTGCG) using 
mouse C57BL/6 genomic DNA as template (Genome Systems. Inc., St. Louis, MO). 
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This fragment was digested with Swal and Nsil and cloned into pTK-LucR (linearized 
with Swal and Sbfl). This construct was designated as pTK-LucR3. Subsequendy, a 2.35 
kb 5 *end vitronectin fragment was amplified (reverse primer, VN2R, SEQIDN0:13: 
AACGCGTCGACTTCGGAGATGTTTCGGGGATAACCAGG; forward primer, 

5 VN2F,SEQIDNO:14: 

TTGGCGCGCCCCATAGAGAAGAGACACCAAAGGCACGCTC) using mouse 
C57BL/6 genomic DNA as template. This fragment was digested with Sail and AscI and 
cloned into pTK-LucR vector that was linearized with Sail mdAscI. This construct was 
designated as pTKLR-Vn. Figure 3 shows the restriction map of pTKLR-Vn vector. The 

10 polylinker between the neomycin gene and red luciferase gene is used to insert the 
VEGF promoter or other promoters of interests. The predicted homologous 
recombination between pTKLR-Vn and vitronectin gene is illustrated in Figure 3A. 
Upon insertion of the VEGF-LucR transgene cassette, the endogenous vitronectin gene is 
destroyed. Figure 3B shows the genomic DNA sequence of VN. 

15 

B. Generation of Fos targeting vector: The targeting construct pTKLG-Fos was 
generated by inserting FosB DNA sequences into pTK-LucYG vector. 

FosB is one of the members of the Fos family. It plays a functional role in 
transcriptional regulation. It has been shown that FosB mice are bom at a normal 
20 frequency, are fertile and present no obvious phenotypic or histologic abnormalities 
(Gruda et al (1996) Oncogene 12:2177-2185). A 28.8 kb genomic region that contains 
mouse FosB DNA sequence was obtained from GenBank database (Accession number 
AF093624). 

Using this sequence, a 1.71 kb S'end FosB fragment was amplified (forward 

25 primer, FosB 1 F, SEQ ID NO: 1 5: 

CTGTATTTAAATCCCGTTTCTCACTGTGCCTGTGTC; reverse primer, FosBlR, 
SEQ ID NO: 1 6: GTCTCCTGCAGGCTrCGTCCTCCTTGTTCCTTGCG) using mouse 
C57BL/6 genomic DNA as template. This fragment was digested with Swal and Sbfl and 
cloned into pTK-LucYG vector that was linearized with Swal and Sbfl. This construct 

30 was designated as pTK-LucYG3. Subsequently, a 1.58 kb 3'end FosB fragment was 
amplified (forward primer, FosB2F, SEQ ID NO: 17: 

AACGCGTCGACGGATGGGATTGACCCCCAGCCCTC; reverse primer, FosB2R, 
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SEQ ID NO: 18: TTGGCGCGCCCCTTGCCTCCACCTCTCAAATGC) using mouse 
C57BL/6 genomic DNA as template. This fragment was digested with Sail and AscI and 
cloned into pTK-LucYG vector that was linearized with SalldXidAscL This construct 
was designated as pTKLG-Fos (Figure 4). The polylinker between the neomycin gene 
5 and red luciferase gene is used to insert the VEGFR2 promoter (Example 3, Figure 5A), 
Tie2 promoter (Example 3, Figure 5B), as well as, other promoters of interests. The 
predicted homologous recombination between the targeting vector bearing the VEGFR2 
promoter (Figure 5A) or the Tie2 promoter (Figure 5B) and FosB gene is also illustrated. 
As shown in the Figures, the VEGFR2-LucYG transgene cassette and Tie2-Luc YG 
10 transgene cassette is inserted downstream of FosB gene translational stop signal. 
Therefore, the targeted transgenic mice should still have a functional FosB gene while 
expressing the transgenes. Fipre 4B showns the DNA sequence of FosB. 

Example 3 

15 Insertion of Promoter Sequences of Interest 

A- pTKLR-VnATEGF: Mouse VEGF genomic DNA sequence of 2240 bp that 
contains a partial VEGF promoter region was obtained from GenBank (accession 
number: U41383). Accordingly, primers were designed to amplify a 0.69 kb (VFI- 
VRIA; Table 1) and a 0.98 kb fragment (VF2-VR2; Table 1). It was confirmed that 

20 each pair of primers can amplify the predicted product using mousel29SvJ genomic 
DNA as template. 
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Table 1 



Name 


Seq Id No 


Sequence 


VFl 


19 


ACCTC ACTCT CCTGT CTCCC CTGAT TCCCA A 


VRIA 


20 


GCTCT GGCGG TCACC CCCAA AAGCA 


VF2 


21 


CCCTT TCCAA GACCC GTGCC ATTTG AGC 


VR2 


22 


ACTTT GCCCC TGTCC CTCTC TCTGT TCGC 


KFl 


23 


GCTGC GTCCA GATIT GCTCT CAGAT GCG 


KRl 


24 


TTCTC AGGCA CAGAC TCCTT CTCCG TCCCT 


KF2 


25 


CAGAT GGACG AGAAA ACAGT AGAGG CGTIG GC 


KR2 


26 


GAGGA CTCAG GGCAG AAAGA GAGCG 


TF3 


27 


AGCTT AGCCT GCAAG GGTGG TCCTC ATCG 


TF2 


28 


CAAAT GCACC CCAGA GAACA GCTTA GCCTG C 


TRl 


29 


GCTTT CAACA ACTCA CAACT TTGCG ACTTC CCG 



Conditions for PGR amplification are shown in Figure 6. These primers were 
5 used for PGR screening of mouse 129/SvJ genomic DNA BAG (bacterial artificial 
chromosome) library (Genome Systems, Inc., St. Louis, MO). The library, on average, 
contained inserts of 120 kb with sizes ranging between 50 kb to 240 kb. A large 
genomic DNA fragment that contained VEGF promoter region was obtained. Southern 
blot analysis was performed to map the VEGF promoter region. A unique Hindlll 
10 restriction site was mapped approximately 7.8 kb upstream of the ATG translational start 
codon of the VEGF gene. The sequences between Hindlll and ATG translational start 
codon are inserted into the polylinker of pTKLR-Vn vector to finish the construction of 
targeting vector that contains VEGF-LucR transgene (Figure 3A). 

15 B. pTKLG-FosA^EGFR2 

A mouse VEGFR2 genomic DNA sequence of 1079 bp which contains a partial 

VEGFR2 promoter region was published previously (Ronicke, et al, (1996) C/r. Res. 

79:277-285). Accordingly, primers were designed to amplify a 0.45 kb (KFl -KRl A; 

Table 1) and a 0.58 kb fragment (KF2-KR2; Table 1). It was confirmed that each pair of 
20 primers can amplify the predicted product using mouse 129SvJ genomic DNA as 
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template. DNA sequences for these primers are shown in Table 1 above and PGR 
amplification conditions are shown in Figure 6. These primers were used for ?CR 
screening of mouse 129/SvJ genomic DNA BAG library. From the screening, a BAG 
clone that contained a large genomic DNA fragment was obatined. Based on the 

5 published restriction map of VEGFR2, a 4.5 kb Hindlll-Xbal fragment that covers the 
VEGFR2 promoter region was subcloned from the VEGFR2 BAG clone into the 
pBlucscriptSK vector (Stratagene, La Jolla. GA) that was linearized with HindlD and 
Xbal. The VEGFR2 promoter sequences of 4, 1 kb, spanning from a Hindlll site to the 
ATG translational start codon, are subcloned into the polylinker of pTKLG-Fos vector to 

10 construct the targeting vector that contains VEGFR2-LucYG transgene (Figure 5A). 

C, pTKLG-Fos/rie2 

Mouse Tie2 genomic DNA sequence of 477 bp which contain a partial Tie2 
promoter region has been published previously (Fadel et al (1998) Biochenu J. 330(Pt. 
15 l):335-343). Accordingly, primers were designed to amplify a 0.45 kb (TF3-TR1 ; Table 
1) and a 0.47 kb fragment (TF2-TR1 ; Table 1 ). It was confirmed that each pair of 
primers amplified the predicted product using mouse 129SvJ genomic DNA as template. 
DNA sequences for these primers are shown in Table 1 above. PGR amplification 

« 

conditions are shown in Figure 6. These primers are used for PGR screening of mouse 
20 1 29S vJ genomic DNA BAG library. From the screening, a BAG clone containing a 
large genomic DNA fragment of the Tie2 promoter region was obtained. Based on the 
published Tie2 genomic DNA restriction map (see, Dumont et al., supra), a 10.5 kb 
Asp718-EcoRV fragment containing the Tie2 promoter region was subcloned ifrom the 
Tie2 BAG clone into the pSK vector that was linearized with Asp718 and EcoRV. The 
25 Tie2 promoter sequences of about 6.8 kb, spanning from the Asp71 8 site to the ATG 
translational start codon is subcloned into the polylinker of pTKLG-Fos vector to 
construct the Tie2-LucYG targeting vector (Figure 5B). 
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Example 4 

Generation of Transgenic Mice Carrying the Constructs of the Present 

Invention 

5 A. General Procedure: Fipre 7 depicts a generalized description of generation 

of transgenic mice using the targeted transgenic vectors described in Example 3. Details 
regarding embryonic stem (ES) cell culture, transfection, blastocyst injection and 
implantation to a pseudopregnant foster are described, for example, in Hogan et al (1994) 
•♦Manipulating the Mouse Embryo, A Laboratory Manual. Second Edition", Cold Spring 

10 Harbour Laboratory Press. 

After construction the targeted transgenic construct are transfected into C57BU6 
embryonic stem (ES) cells. (Genome System Inc., Genome Systems, Inc., St. Louis, 
MO) through electroporation. The antibiotic G418 is used to select for cells in which the 
DNA construct containing the Neo gene is integrated, either randomly or by homologous 

15 recombination. The nucleoside analog gancyclovir is converted by TK to a cytotoxic 
derivative. DNA that has integrated by homologous recombination lose the TK gene and 
are resistant to the drug, whereas ceils that have incorporated the DNA randomly are 
nicely to retain the TK gene. Thus, cells containing random integrations into a 
chromosomal location that allows the expression of the TK gene are killed. The G41 8 

20 and gancyclovir resistant clones are then be screened by PCR and Southern blot analysis 
and those that have homologous DNA recombination is used for FVB/N blastocyst 
injection (Genome System, Inc.). Between 4-16 blastocysts are transferred to the uterus 
of a pseudopregnant foster mother. The pups are typically bom 17 days after the transfer. 
Either random bred mice or Fl hybrid mice make suitable recipients. Females of certain 

25 random-bred stocks {e.g., CDl mice, from Charies River Uboratories) have very large 
ampullae, which makes oviduct transfer easier. These mice also generally make good 
mothers. Alternatively, Fl hybrid females (e.g., B6 x CBA Fl) can be used as recipients. 
Although their ampullae are smaller, make exceptionally good motiiers.rearing litters as 
small as two pups. See, for example, Hogan et al. (1994), supra. 

30 
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B. Screening for homologous DNA recombination p sitive ES cells 
1). pTKLG-Fos/VEGFR2: Analysis of homologous DNA recombination between 
pTKLG-FosA'EGFR2 targeting vector and the FosB gene is carried out using Southern 
blot analysis as shown in Figure 8. Genomic DNA prepared from 0418 resistant ES 

5 cells is digested with PvuH and probed with probe A to confirm the 5'end DNA 

recombination. PvuH digestion of DNA bearing homologous recombination reveals two 
separate bands of 8.2 and 4.0 kb, whereas digestion of DNA firom homologous 
recombination negative clones reveals only the 8.2 kb band. The 3'end of DNA 
recombination is tested by hybridizing Nod digested DNA with probe B. NoU digestion 

10 of DNA bearing homologous recombination will reveal two separate bands of >8.2kb 
and 5.0 kb, whereas digestion of DNA from homologous recombination negative clones 
will only reveal the >8.2 kb band. Once homologous DNA recombination is confirmed, 
positive clones is selected for FVB/N blastocyst injection. 

15 2) pTKLG.Fos/Tie2: Analysis of homologous DNA recombination between 

pTKLG-FosA'ie2 targeting vector and tiie FosB gene is analyzed by Soutiiem blot in a 
similar manner as described above for pTKLG-Fos/VEGFR2. Once homologous DNA 
recombination is confirmed, positive clones are selected for FVB/N blastocyst injection. 



20 



3) FTKLR-Vn/VEGF: Analysis of homologous DNA recombination between 
pTKLR-Vn/VEGF targeting vector and die vitronectin gene is analyzed by PGR. DNA 
primers designed according to the predicted homologous recombination, are listed in 
Table 2. 
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Table 2 



PGR primers for analysis of homologous DNA recombination between pTKLR- 
Vn/VEGF targeting vector and the vitronectin gene 

5 



5'end primers 


F51 5'- CCCAGTGTCTCTGATTTAGGGAGAGCACCTGAG -3' 


SEQ 


ID 


NO:30 


RSI 5'. CCAGACTGCCTTGGGAAAAGCGCCTC -3' 


SEQ 


ID 


N0:31 




F52 5'- CAGTGAGAGTCTTCTCTGTCCCTCAATCGGTTCTG -3 


'SEQ 


ID 




NO:32 








R52 5'- TGGATGTGGAATGTGTGCGAGGCCAG -3' 


SEQ 


ID 


NO:33 




3 'end primers 


F31 5'- AATCAAAGAGGCGAACTGTGTGTGAGAGGTCC -3' 


SEQ 


ID 


NO:34 


R31 5'- CGGCTCCCCAAAATGTGGAAGCAAGC -3' 


SEQ 


ID 


NO:35 




F32 5'- GAATCCATCTTGCTCCAACACCCCAAGATC -3* 


SEQ 


ID 


NO:36 


R32 5'-CGCCTCCTCTCCCCAGTCTCCCC1TG-3' 


SEQ 


ID 


NO:37 



Primers F51-R51 and F52-R52 amplify a 1799 bp and a 1841 bp DNA fragment 
respectively from the S*end of the transgene that is integrated into the vitronectin site 
through homologous DNA recombination, whereas primers F3 1 -R31 andF32-R32 
10 amplify a 3549 bp and a 3428 bp DNA fragment respectively from the 3'end of the 
transgene that is integrated into the vitronectin site through homologous DNA 
recombination. Clones that allow successful amplification of both the 5'end and 3'end 
of the integrated transgene are selected for FVB/N blastocyst injection. 

15 C. Analysis of chimeric mice 

The pups developed from injected blastocysts contain chimeras, as can be 
identified by their agouti coat color when an ES cell derived from a mouse having a dark 
coat color (e.g., C57BL/6) is injected into the blastocyst of a light coat color animal (e.g., 
FVB/N, genotype B/B). DNA analysis {e.g., Southern blotting, PGR) is conducted to 

20 further confirm the presence of the transgene in these pups as described above in Section 
B. These animals may be obtained commerically, for example from The Jackson 
Laboratory, Bar Harbor, MN. 
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D, Generating targeted transgenic C57BL/6 mice with white coat color 

Breeding of the chimeric mice generates homozygous targeted transgenic mice, 
as depicted in Figure 9. The targeted mice are used to monitor gene expression through 
the measurement of luciferase mediated light emission from the mice. In a preferred 
5 embodiment, the targeted mouse has a light coat color (e.g., white coat color), because 
the black colored coat (an example of a dark coat color) of C57BL/6 mice can absorb 
light emitted from the body and may interfere the sensitivity of the bioluminescence 
assay. An inbred mouse strain C57BL/6-Tyr C2j/+ strain (Jackson Laboratory, Bar 
Harbor, MN) is available for this purpose. This strain of mice have white color coat, yet 

10 they still have the same genetic background as C57BL/6 mice except that the gene 
responsible for the black coat color is mutated. Unfortunately, C57Biy6-Tyr C2j/+ ES 
cells are not currently available. Therefore, the designed breeding program illustrated in 
Figure 9 is aimed to generate mice that are homozygous for the target transgene and have 
white coat color. C57BLy6 ES cells are prepared as described above and introduced into 

15 a suitable blastocyst (e.g., from the FVB/N strain of mice). The blastocysts are 

implanted into a foster mother. Chimeric mice are shown in Figure 9 as white animals 
with black and green patches. Chimeric animals are bred witii C57BL/6-Tyr C2j/+ mice 
to create Fl hybrids. Subsequent breeding of the Fl hybrids generates several type of 
mice, including the one that is homozygous for the target transgene and has a white coat 

20 color (shown in Figure 9 as b/b; UL), which is used for in vivo gene regulation 
monitoring. 

A C57BL/6 mouse and a C57BL/6-Tyr C2j/+ mouse are considered to be 
substantially isogenic. Accordingly, the method of the present invention exemplified in 
Figure 9 provides a means for generating breeding groups of substantially isogenic mice 
25 in a selected genetic background carrying at least one transgene of interest. 

E. Dual luciferase targeted transgenic mice 

As described above, two targeting vectors are generated. PTKLR-Vn carries a 
red luciferase gene and is targeted into vitronectin locus. PTKLG-Fos carries a yellow- 
30 green luciferase gene and is targeted into FosB locus. A number of promoters, including 
VEGF promoter, VEGFR2 promoter, and Tie2 promoter are cloned into these vectors, as 
described above. Subsequentiy tiiree type of targeted transgenic mice are generated. 
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VEGF mice carry VEGF promoter-red luciferase transgene (VEGF-LucR) integrated 
into vitronectin locus. VEGFR2 mice carry VEGFR2 promoter-yellow-green luciferase 
(VEGFR2-LucYG) transgene integrated into FosB locus. Tie2 mice carry Tie2 promoter- 
yellow-green luciferase (Tie2-LucYG) transgene integrated into FosB locus. Through a 
5 breeding program illustrated in Figure 10, dual luciferase targeted transgenic mice are 
produced, carrying both of the VEGF-LucR and the VEGFR2-LucYG transgenes. The 
degradation of luciferin by yellow-green luciferase and red luciferase generates lights 
that emit at 540 nM and 610 nM respectively. These wavelengths of light are measured 
individually using a photo-counting camera (intensified CCD). Therefore, both VEGF 
10 expression and VEGFR2 expression, for example, can then be monitored in the same 
mouse at the same time. 

As is apparent to one of skill in the art, various modification and variations of the 
above embodiments can be made without departing from the spirit and scope of this 
15 invention. These modifications and variations are within the scope of this invention. 
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CLAIMS 

What is claimed is: 

1 . A vector for use in generating a transgenic non-human mammal, said mammal 
having at least one single-copy, non-essential gene in its genome, said vector comprising 

(a) a first selectable marker and a reporter expression cassette, said reporter 
expression cassette comprising a transcriptional promoter element operably linked to a 
light-generating protein coding sequence, and 

(b) targeting polynucleotide sequences homologous to a single-copy, non- 
essential gene in said mammal's genome, said targeting polynucleotide sequences 
flanking (a), wherein (i) the length of the targeting polynucleotide sequences are 
sufficient to facilitate homologous recombination between the vector and the single- 
copy, non-essential gene, and (ii) said transcriptional promoter element is heterologous 
to the single-copy, non-essential gene. 

2. The vector of claim 1, wherein said first selectable marker provides a positive 
selection. 

3. The vector of claim 2, wherein said first selectable marker is selected from the 
group consisting of neomycin phosphotransferase II, xanthine-guanine 
phosphoribosyltransferase, hygromycin-B-phosphotransferase, chloramphenicol 
acetyltransferase, and adeninephosphoribosyl transferase. 

4. The vector of claim 3, wherein the first selectable marker is neomycin 
phosphotransferase n. 

5. The vector of any of claims M, further comprising a second selectable 
marker, wherein at least one target polynucleotide sequence is located between said 
second selectable marker and (a). 

6. The vector of claim 5, wherein said second selectable marker provides a 
negative selection. 
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7. The vector of claim 6, wherein said second selectable marker is selected from 
the group consisting of adenosine deaminase, thymidine kinase, and dihydrofolate 
reductase. 

8. The vector of any of claims 1-7, wherein the transcriptional promoter element 
is selected from the group consisting of an inducible promoter, a repressible promoter, 
and a constitutive promoter, 

9. The vector of claim 8, wherein the transcriptional promoter element is selected 
from the group consisting of VEGF, VEGFR. and TIE2. 

10. The vector of any of claims 1-9, wherein the sequences encoding the light- 
generating protein are obtained from either procaryotic or eucaryotic sources. 

1 1. The vector of claim 10, wherein the light generating protein is a luciferase. 

1 2. The vector of any of claims 1-11, wherein said reporter expression cassette 
further comprises other control elements. 

1 3. The vector of claim 12. wherein said control elements are selected from the 
group consisting of transcription enhancer elements, transcription termination signals, 
polyadenylation sequences, sequences for optimization of initiation of translation, and 
translation termination sequences. 

14. The vector of any of claims 1-11, wherein said vector is circular. 

15. The vector of claim 14, wherein said vector contains at least one restriction 
site whose cleavage results in a linear vector having the following arrangement of 
elements: targeting polynucleotide sequence - (a) - targeting polynucleotide sequences. 

16. The vector of claim 5, wherein said vector is circular. 
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17. The vector of claim 16, wherein said vector contains at least one restriction 
site whose cleavage results in a linear vector having the following arrangement of 
elements: target polynucleotide sequence - (a) - targeting polynucleotide sequences - 
(second selectable marker). 

18. The vector of any of claims M7, wherein the coding sequences of the 
reporter expression cassette comprise codons that are optimal for expression in a host 
system into which the expression cassette is to be introduced. 

19. The vector of claim 18, wherein said mammal is a rodent 

20. The vector of claim 1 9. wherein said mammal is a mouse. 

21 . The vector of any of claims 1-20. wherein said targeting polynucleotide 
sequences from single-copy, non-essential genes are selected from the group consisting 
of vitronectin,/o5B, and galactin 3. 

22. A method of producing a transgenic, non-human mammal, said mammal 
having at least one single-copy, non-essential gene in its genome, comprising 

transfecting an embryonic stem cell of said mammal with a linear vector 
comprising 

(a) a first selectable marker and a reporter expression cassette, said reporter 
expression cassette comprising a transcriptional promoter element operably linked to a 
light-generating protein coding sequence, and 

(b) targeting polynucleotide sequences homologous to a single-copy, non- 
essential gene in said mammal's genome, said targeting polynucleotide sequences 
flanking (a), wherein (i) the length of the polynucleotide sequences are sufficient to 
facilitate homologous recombination between the vector and the single-copy, non- 
essential gene, and (ii) said transcriptional promoter element is heterologous to the 
single-copy, non-essential gene; 
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selecting embryonic stem cells which each have said first selectable marker and 
reporter expression cassette integrated into its genome; 

injecting said embryonic stem cells into a host embryo, 
implanting said embryo in a foster mother, - 

maintaining said foster mother under conditions which allow production of an 
offspring that is a transgenic, non-human mammal carrying said reporter expression 
cassette. 

23. The method of claim 22, wherein said offspring is capable of germline 
transmission of said reporter expression cassette. 

24. The method of claim 23 further comprising breeding said offspring with a 
mammal, wherein the mammal is substantially isogenic with the embryonic stem cells, 
wherein said breeding yields transgenic Fl offspring carrying said reporter cassette. 

25. The method of claim 24, further comprising breeding a first Fl offspring 
carrying said reporter cassette with a second Fl offspring carrying said reporter cassette 
wherein said breeding yields transgenic F2 offspring carrying said reporter cassette. 

26. The method of any of claims 22-25, wherein said mammal is a mouse. 

27. The method of claim 26, wherein said embryonic stems cells are derived 
from a mouse having a dark coat color. 

28. The method of claim 27, wherein said mammal substantially isogenic with 
the embryonic stem cells has a light coat color. 

29. The method of claim 28. wherein said F2 offspring carrying said reporter 
cassette has a light coat color. 

30. The method of claim 29, wherein said embryonic stems cells are derived 
from a C57BL/6 mouse having a dark coat color, and said mammal substantially 
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isogenic with the embryonic stem cells is a C57BL/6-Tyr C2j/+ mouse having a light 
coat color. 

31. The method of any of claims 22-30, wherein the light generating protein is a 
luciferase. 

32. A transgenic, non-human mammal, comprising at least one single-copy, non- 
essential gene in its genome, wherein (i) at least a portion of at least one single-copy, 
non-essential gene is replaced by polynucleotide sequences heterologous to the gene, 
such that the gene cannot produce a functional gene product, and (ii) said polynucleotide 
sequences comprise a first expression cassette which has been introduced into said 
mammal or an ancestor of said mammal, at an embryonic stage, said first expression 
cassette comprising 

a first selectable marker, 

a first transcriptional promoter element heterologous to the gene, and 
light-generating protein coding sequences, wherein said light-generating protein 
coding sequences are operably linked to said promoter element. 

33. The transgenic, non-human mammal of claim 32, wherein the single-copy, 
non-essential gene is selected from the group consisting of vitronectin,/o5B, and galactin 
3. 

34. The transgenic, non-human mammal of any of claims 32-33, wherein the 
first selectable marker is selected from the group consisting of neomycin 
phosphotransferase II, xanthine-guanine phosphoribosyltransferase, hygromycin-B- 
phosphotransferase, chloramphenicol acetyltransferase, and adeninephosphoribosyl 
transferase. 

35. The transgenic, non-human mammal of any of claims 32-34, wherein the 
first transcriptional promoter element is selected from the group consisting of an 
inducible promoter, a repressible promoter, and a constitutive promoter. 
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36. The transgenic, non-human mammal of claim 35, wherein the first 
transcriptional promoter element is selected from the group consisting of VEGF, 
VEGFR. and TIE2. 

37. The transgenic, non-human mammal of any of claims 32-36, wherein said 
expression cassette further comprises other control elements. 

38. The transgenic, non-human mammal of claim 37, wherein said control 
elements are selected from the group consisting of transcription enhancer elements, 
transcription termination signals, polyadenylation sequences, sequences for optimization 
of initiation of translation, and translation termination sequences. 

39. The transgenic, non-human mammal of any of claims 32-38, wherein said 
non-human mammal comprises a second single-copy, n6n-essential gene in its genome, 
wherein (i) at least a portion of the second single-copy, non-essential gene is replaced by 
polynucleotide sequences heterologous to the second gene, such that the second gene 
cannot produce a functional gene product, and (ii) said polynucleotide sequences 
comprise a second expression cassette which has been introduced into said mammal or 
an ancestor of said mammal, at an embryonic stage, said first expression cassette 
comprising 

a second selectable marker, 

a second transcriptional promoter element heterologous to the second gene, and 
light-generating protein coding sequences, wherein said light-generating protein 
coding sequences are operably linked to said second promoter element. 

40. The transgenic, non-human mammal of claim 39, wherein the first 
transcriptional promoter element in the first expression cassette is different from the 
second transcriptional promoter element in the second expression cassette. 

41. The transgenic, non-human mammal of claim 40, wherein the light- 
generating protein in the first expression cassette can produce a different color of light 
relative to the light-generating protein in the second expression cassette. 
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42. The transgenic, non-human mammal of any of claims 32-41, said mammal 
being a rodent. 

43. The transgenic, non-human mammal of 42, said rodent being a mouse. 

44. The transgenic, non-human mammal of any of claims 32-43, wherein the 
sequences encoding the light-generating protein are obtained from either procaryotic or 
eucaryotic sources. 

45. The transgenic, non-human mammal of claim 44 wherein the light- 
generating protein is a luciferase. 
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^ TomcTCAC oi cuxxBCC Tiocnom Acn cK i w r'TiumcMoo c icmocooooo Mooraraor oocmmiuo amuooaxacr 

AflOTOOOTOC AOMGUXQ CMQOOOOOO AMQMCAW IQMCmOCX ATTTCnOS MPBOOOOe C TOOCAOCCK CUBroiUm ' CnCOCMSK 

101 coacw xe ocew wit t ctQ^TnMQ okcmcmct cMaoocAOta AOMncrscr craraociCA MOOORcn aaxtxooocx cmcocRs 

QCCRnTOQO OOOIOCACA QACTMATCC ClVmCrXOaA CtOOQCnauC TCICWMGA GftCM0QM3T tMJOCMOMC TTtMOQQOr ftftMrmSo 

301 mTCCMno <acu3ox!to oocaoocixt tcMGACMor MncTEMAC ToentMocu cMMcnrrr ATmocioa GMSMuyaAOA TSMaQeiccp 

AATAOGTQOC CIOXQOCGW QQCnQQGAtA A9ICCTSTCA ICMMSTtQ AQCXIOOOTT OICIGUAM tMOOONX ClCrrit ' lL ' f AnCCQAQQll 
301 OXAOC TCMC OGWXOOQCr CIOM'ICCIA CRCTCMM CfflXJUUCMC 0CMX3CAA1A CXGUCXMO QMCUIUA/T MZ»MXZXTT GHOUSUnce 

cxTCGMffico onaicooGA acsuosKt oMCMncxc rMcavA c o ooiooomf ocxootERc '^ i^v'jvrrn^ toocxociaa oraiciaoa 

401 ACrOQOOQOO ITCIMOaTT QICtCOTOO tKRTOXCXQ AAMMAGXA TSQMUUMQQ OnAtQTGMS AWCT O e CW AlOCraiQCA CIOTIQQCM 
TQAOOOOOCC AAQKROOA CIQMCCMCC AlMAOfiftC T IlCmUT AOCTTmCC CAATMCACIC T3Utf»C0a>C THOUCMQffF OAOCMOQOIT 

501 OUOQATAAA OQCnmCT CMZMOOGM MnQMUOilC OOCAAQCM AIMTOICAC CUCOUCKOa CTQIOnCMB CM00CM3QBX GCMOhCCIQ 

CTTCCATiT c o sAAMKCK uiui'iujuit icftcnGiM gtooTT Coic nmxcMno onoATOtoc QAOCMOXC orQ agx co LT ooncnaanc 

eOl OOOCXAOQC CmOOCMAA OCMnCtMO OMnCMAO OOQCTCOCMC CTOCAfiMlM GMUOKOKOa CICtGXATOQ CCKOCUm OOCUOEIlCIl 
OlCOOfRCOO MTCOGTTtT OOTCKAnC CTC MUTIC O00GM3QGrXO OOOICICTT CTmtCIOC OAGACmOC GGAQOOIOCA CC9IQCAI0r 

701 MO»OT0C\ TKTCATMIC AIMmonO tAOOnOCXA OQQOCVCXC CXCOCIOSU AACAMOMK KCNSmOk AORGmU OQWOOGKOT 
TQOClCMOffr AtACnATXMS TKXCJMCMC ATOCMOCAT COCXTXGMSM) GAOQQMnc VlUmViVt tOOlCTMCr tOCAClftCIT OCIQCQCICK 

toi ToaAocT crB ocro oacw tooockoooc ci^ o oouica aogumxx ' mujuLm ' tuqctemza u ' luwrnT Tro x T imao cmburooga 

MCXOQMMC OGM0QCK»C AOOOOXOOS GMXOOOCt TOC ti aOO OO AAAQOOQW AXQOGM^TCT. GMOMCMAA AMOOOMOOC OICICAOOCT 
OtOMSmSA TOCq O CCqOC CKIMCMOOO ' lOALTnu; CTOOCMOyOC AXOOCAOmC OOQCTGAIGA ATRXaOOnC ICIQQCICCK 

nvKCxcan ociqcmct aoqooooo co oaacooxcx aooxgmmo ouDoomoa ikooqzcmo ooomcxMr oaooocmo ACAoooMaor 

1001 tuitf o^AOO GCAA0CX3QTT AAIOCACnO OOCKTICIO OCmaWIT CTCCWCMfi OnomOIC TO iiClXrm tCTAtCrm TCTATOfWlC 
ACKCKITCIC CCrrOOOCM mOOXGMC OOlcmAfiKC OGMACim GAOOlOOnC aUCMUCM KaCKtmX MKOOMM tCKstcma 

UOl TO3CIATATX TCIATOWTC WTCaTCTA TCATOWST AOCDWCTIAC CDWCBMCGT ATCDWCIAT COITCAICIA CCPKmCT TWCIMCIA 
ATM3KXA1AT MSKOCKOa ATMATMAT ACrXMATGGA IQQMOlUVrO GATAGAnCA nCAThOMA GKtMOJSkT QGATOQAIOA ATQSKIAChT 

1301 ccm'mw torrrBTrrs imcrrrcA mcmomct mcKCcnc czMzoocroa trocmcic acsatqaaoc ckxmctqqc cictimcxc 

QOKtlMiM. ACAAACAMC AMAQMACT TlOXOCIMaA MCOICQXXO WtUXXSMX AAACOnOM TUTACITOQ GrXATTOOOO OMVUmCMS 

1301 ACAAABAT OC ACRQOCTOr GXCICrCMQT OCIGOSATXA AMOCKIQIQ OCACXMCMOC CWOCTOCm A9C»CCRTX GMCMCKITT OCTMQCCIT 
TOmCIAOO TOAACOOCA CMSAOCTCA OGAOOCOUVT TrVDOXACKC OGIGAIGIGO OXOOMSGVCA TOCIOQMAT CROIQIMA OGVmOQCIAA 

1401 OOCT AACACA OCMCICW OTOCWOCC OCMOCIOOC TOICaCWC TVmOCCkV OCICICTOCX Cliymm. T TCWlTCtCro OOOCATOCGA 
OQCATXCIOr OIOXTGMnC AQOQCtOOOO 00X03*000 ACAOATCTOO AAAAM300IA OQUSUOMOOr GMCAlMXaM ACTTAOMSAC OCX301MQQCT 

1501 AAOCCC tOO COO OCAOOOC CTCCnCXOC ICICTTAQOC AAAGI0CAA8 OOOOOOMC CMUVEAGAOC CAAOOCTCAT COOCCAAAAO TCAACAGAAQ 
TVOQOCSAOXC GCQUTICUUJ QAOOAAOAOO ACACAATQOO TTXCAGOnC CATAO0C1M CrrrrATCTOQ moaON3tK W^miM AQTKRCITC 

KOI CAAAOI CPO OCACAOCAKA CAflClCnCA TGSATQIRCTr GACAOROCA OOOCO CTOOC CTOQAAOOOC OCACfDWCAC AOCOCACm OCAtUOAAAa 

oiRCAOATC oQTcioerrr oxcgacaact aociaqcaca croxcMoor ocaoo s Aooo qaocroxxi maiaum toqqgicaaa ayicicrnv 

aSSS^ TQCICIOOCr CCA PCCACA QCAT C T OCO C CAOAAGAO SA GITOSAAAAT ORCXOOCKO CAWitOJULT GAAOCAAOQC AAAOIOCICA 
nOOGVCQSA AOBAfiAOOQA OnKtOSXCT CC3MA0QQG OXCRCIOCr CAAQCXTm CAAGAOQOXC GACAQCXaOSA Cl ' lO/rmJU TRCNOBAOr- 

* 

IBOl AAQOOOCro ACACAOAOC r OOCTIOOCAC tOCTO CTO C tC Wn q ClO CTOAAAnOO TACTCOCAOr ACIOC nC DC TSAOQAOCAS AACAOCTOQC 
TRnOQCGAC TtnCTCIOBA OCSMOOOXG AOBAOQAOOS A00CAAO6AC GACTTTAAOC AIQAQQOXCA IGAOOAAOQa AClOCianC RCnaaOGQ 

1901 ATCAGQAOO ATRGAOCAA OQCAfiACAOQ AAXCAatOOAA tAOAACACSOa ACXOCAQCAC Cm.tacrf CIOCXOCAOC CTQAOnOOC TXOAACAAaT 

lAOTOcmc TAQAcroorr oooicxctoc tnaraofirr atcroiooc tCAooiGOfxa qacqoocxua aAOQAacrxcs gactcatqqq aacxtcitca 

3001 ACAO0C3 TTC OOOOOGACP O TMOOQTOOO CMQUiOOX GAACQCIOCA VCAACAXKT CTQ WA !I OCC ARQAAOOCT TOQCSMOAlGr TTOOOOOASA 
TCraOQAAAO OQQOaanOAC ATTOQCAOOC .OXCCROOOO CnOQCAOOT A0TT9XMCA CAOCAXAOOO IQACTZOOQA AOOCICIACA AAOCOOCOff 

^ g S*O 0 0^ T C CI CAAAO O O OCMRACIUA CXAOOCXGAA AOACABAOAT CNOMOOSnO AOSACMXMC OCXQOOCACA GAAOCAOtOC 

noiQQCAOS ncnacu/xA oraomooc 09xca3qact GAaoooAcrr wmiuciA oictroocAC tirwawou ookccqoiqt crcoxcaoo 

3301 TWMOCIAA ACIQOnoIC ACCTOCICCT OGAOXOOCn ACIQCrnOT CTtCACAOCr OOOCAaCAOQ tGCAIQQCAC CCITTAOeW OOCXCAflACT 
ATKEAOGATr TOAOOSACAa tOSAOSAaZA OCtCAOSQAC tGAOSAAACA GAAGTOTQQA O aOJUOaaJC MXItNXOtQ OGAAAtOQAA COQABICTSA 

* 

3301 tMCTCTOQT ACCT TCAACA AOaOOICTr CQQCTQACMa TIQKXQCQAO TGAAQGCAaC AtOGAtaOSQ OOCICAAtOC OOCAOACAIC TIOOATMOP 
ATCCAGAOCA TOGAACnOT TCATOCAOAA GOaSWRRC AACCAOOCXC ACTICCOICQ TNaCTAOOOC OOCAfflTAOO GOnCIOtAO AAOCmiTCA 

3401 TraOOSCKOC CAOXCICAC TQOCOICICA TCTAOCICAT AOCASlACm CCCWSAACA OOQSAAACTO lOIQAOAAOC ABAJTOAOOCT AAOKAOATC 
AAOOOCATOO OroOQQAOTO AOQOCAOMT ABAtaXAOXA TCGTCATSAC OOCAICITOT OOOCmCAC ACACtCnOO ICWODQQA TTOOTOOUI 

^^^^ aOAOROTC CATACAfflCA OCIOOaAAOI CAfcAaAOOQA OOCATTCXTO ABATOOCZGA AOOOOICAAA GOQCTTTCSA CXOCACAOrr 

OCtQQOOQIO OICTQGACAO CmXClCAOT OGAOOCnCC OTTXCIOOCr OQQtAACAAC tCZAOOCACT tCOOCAOITr OOOOAAAOCir QAOOrOICAA 

t 

3M1 CTTOCTCIOC AAACTCAOOO OICOCTTOAT CAOWOroiC OOaoCXTAOO ATCICCTOCT OITOCXOCAC TTCAOOOQCr OJU/iUCTm OCltfUa i C 
, GAACQACAOC TTXGAOXOOC CAOCaGAACEA OKUXfCM COOQGAAICC TABAXABOA CAACGABOnO AAATCOQOQA CCOCACnAAC OQACAABBMB 

3701 AQBAT CIAQC AABOC TOIOO OCTmCAGT OOCGTOOOIC OGAOCATm OGTCAOOQBQ TOGAGUSftO riflCUaViT aCACAOQBQt OTTBOIATIO 
TGnAOATCC nCOGACAOC 0GAAA3C1CA C OOCMOCAO GCTOCTAAAT OCAOTBOOQC A0C1CIOCAC AAGAOOOCAA CUiWUXCA CAAOCATAAC 

3801 t lL'nLUi,T CCI OCACa tA GXCAMCTC CAATAATCAT OCTCXOOCAT AOnSAACADB ICCCOCCUJU mcnCNSO CAaAADQOOq AOCAaiQAQT 
^ ^ '^ ^ ^ S^ OCAOOIQCAT CA3TA3CGAa GTTATaOlA OBABAOOOXA TCA CTWiUC AQOOQOQOK AATBMCROC qiVnO OC iCX; TCRCMCICA 

3901 OT CAU^^ tfT OTiAffyWB C CCW MC t ltAC OCAOCABOK OTOAACTCA CC WOUOOC T TQCACtOClC CAfXaZAflflOO OCACABCMC TCTBATABtA 
CAOIOOCACA OCTOCROBa O a t COOCItfm OaiCUmjUU AOACRCAflr OaAACOOOCA AOOTGAOQAO OnCAlCAK CaiOrCgi aa AGACtAlCAT 
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JSSIilSS ISSSSST SSSnST vpjxaa x masMxttc TCIAT0C3GM cauamM omftctocx 

TOCOmDO AOCMXOXGA CtOXGMOAX CaOOOTOC TnOOCaCTC XonOOOUOO GMVXnMnO AGMSMXCXC OCmtWIC CMATOOOa 

SSSSSa ISS2S!S! S?12222£ cno'rcwc cmmmaoc cMoasm oaaaamM 

omcwocc onuaooor tosMnm ooGMtocKra oonnmoQ oGMoomra qmooozoo oitiLTnuj Gnconccr wrS Scm 

cTmroccQ (uoiooocw obxmkoxoc oouatoooo tooooQMoc QTXGGKOOoa cooc TOUA Ao AocracAoc ooosMCGo xStStttct 

iS22S 

lOff ILTUACT TCTTCICMO GtaCMXXSK OOCMMUCB OQMUVtkMC (MmOGAOK eOOQO njCW OIMOOOGM GMQQITXQXO TOQjIoOTOOT 

liSSHSEi TS22i£ OmaOCIW QAAACWAA MCCKOXK AflMXAAAGT CMnUOOXC mxXJSMBK GQGATAACU: 

TTOMIOT AWXXnCTW OtBI^^ 

3501 ocmocm qei ooooM O nsuMSMo arownop oogcxcvqa oocMnoooo Tnuacxooc lawocriAC TwmTm onttiftcaL* 
cowws»XT caMxocxoc Mcmcnc onocMCA oroocaGwrr oaoxcMXXx: mtocmx acicqqwoo aaamxmtt occcrom 

"^^ onsaarc Tocxncwcr AOAACAtacA MMaamoo Toocroawr aocrocmc TCATOcxaw Mocoma 

0CM3QCMOQ GMIAOTOCA CMC1CTC» AOOCaCIOCA KTIW tWf TTXQCAAM3C AOOQAOCICA TOGA^OOTPS AOIMOQOEA TXOQQCAm 

3701 COMTIfc^i^i TPWWCaOO CHOOIOCIT OIOOCAICCr WTXtX C nCT tOOAATCTOO AffTrrrOOOO CAACAAOQQO O GMOGmOA Gwcmoaui 
OCtKAATQM: AAACTCtCC GMOCMCJGhA CMXXnMQA TOXXXXSCQA AQCmOMX TAAAAACOOC OVICTlimJ CCWUWDQCP CICWCcSt 

3801 QCAcy nau ocMom ie Tmcncic ataaamaac aaaoctccu vanuxjcw TOcvitirrm f crxaaocto ootonMCu cmaoAAOT 

COXGAAMXC OCnCAAAAa AAAASAACU tKimCTTO tnOGAAfflA AAOKOOOQW AOQAACAAOA OAOATXCGAC CCKCUSQIC aOOGCTTCA 

1901 AoWiua AfltCTATOT TCtTtcrm wrmrao AwtmrAT ' rrmum ' f oioruiAAar aicwacicnc AaomcAici GiGaysocA 

ICMOGCAOXC TCUUAMA AQAAAOAAAT AAAAAAAAHC tAAASAAASA AAA3ACAAAA CKATA<nCA OUSAOOMtQ IW^CQIMA CACSIGQIOr 

ISTSSr aSF^SaSt ^SSEF^ mxxnoak Hmamvp TGAAOwm toaocioooo TarooATOCT omsaascaaa 

aohacmsaa aacKTux vxfovcnc tcoogaaact wxaacaMcr igmxxcaaa acitotcaat Acraactnc koocam cxcmSm 

S2222!S5r Awacicrr AAAog roAO ocMcmoc aoicocaomi oocattocto AormcAc TAATOArro ATCciCQooa 

OQCnCCMGA OWATTCTTO TlCAtGWAA TOOCaWIC mOMMXi tCWOffXClC QOathMBfC TOOQAAAfllG kmOOmC TOOOMCCQC 

SS22£Sr SiSSSSS 2™'^wix aaaaaaaaat QtacreAiro oocAtuciTT casnctoc AxiuctAAoro ocatttcict 
cmoioosm: ooorcTom otsaciogw iaaataaaat mTmm octoweaac oooxatbaaa omxcigmsto wiGArrcAC ocmaaqaoa 

iSSlJJSliSr 2?2S^ caowpooc AOQTmotn ccaawtoca aoqoqxa CAcncrsAA oxccivoyf Tncfflrrcr oxMficiucAo 

TAITILTIUA CtaCTOWCC CMCICKXW TOCAAA«30C OCntAAOOT tOBTOACJOOr flfXCAA(SlCTr Ca3QQM3aCA AAAfiKCAAGA CKPDWTOIC 

cnraoroic tcneicar ooocoMr A0icicm3cs qcaaaatcaa acacwaatp tocicccisa cmuoqcoiq hmeaaat 

C0C?ICC3O00 QAAAOCACAB AGAAGKGATA OCTOOOQrXCA TCAMOICK aim ' m.Tr TOIGMTTAA AATOKXXSAT OTCTO C OCAC TICQQATICA 
OCmOQCCG TMOTTOOCS AAARCmC AGTIGMXaCT AM»AATXQO TAQQC3CTC0C ClOCAOCm OttCAICQOT CCAAOGAAQC mAAAX^ 

gigSiSg iSSSSS !iS2!!2S iSS!?™^ Aooccmcp acmcatcit ccacadcaoc AAasQQAGM; TOoaacAw maaaMX 
cwwKioac icQQCAtocr mocrzcio iccMSAAMa icoocaxw tstcoeabaa o owiu/mu txoooctcio aoooctcxcc i^ r wy i nw 

iSSSS Aocrooooa axTicmj c roca icujui gooqascoco tcaaaqciao taxxaaax tcAAAiccir wcronacio 

waCKCQOO CMOBAOCXC IQSMOOOCKr roaWMCOQ AOfyAOCOCC ACinOQKZC yj ' J ' AVJl * AOXmOQAA CIOABAOQAC 

ISSnSEP AOCKxacm TOcraoMT ozmxaoooc tTOnasoo Qaaaaom crcnoocic caacsarcioo 

WOrciOOQC ACCMC»CA ACIOOIMAA 1OZK3Q06KC AOQWXCXAA CCICO m O OQ AMCAAOOOC iMOMXUJ i aAQAZOOaMO OQQ0CM»OC 

SSSSSJS IS**^™SSE" CA'oocc™ ca^Aoiooep aMnaooQciA ofiuxtiu; laiiiaw r ic»c»cno tnxxcmsa cCTraoooo 

MXnK:SAAa ACMSAOOSM OnOOKMO OATSCAOOaA CIGAOGQCrr OQAOQOGAOQ AOOAAOACBA AGMXaiOAAC ASOOOCnOQV OQAAATQQQC 
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1 OCAOCI CO O C AMOOnOK QMOOOOOflO CAAAOIATKT ACOOQOXQOr TBMSMCm TMOOQQUUyQ UAJUL ' lUXT AU00QAM3C 

OQTOGAOCSG VnULM COO CnCCXSCAC GRTCKXKtA TOOOQCMOtt MCOICTICa ^MRCXTCMA AICOQCTXTC OOOOaWOSfc r iOJUL ' nui 

101 mocmtx oorowauuc ammaama aaatxocmba GAMscrxccA qmoctocxc cicnoocxc irccncAAA AodioocAA oxqoqcmtxc 

ATOOOnCAT COX ' l ' lClVf ' nU ' lTl ' lli TRAMGICT mCGMm CKOBMSNi WSMWSM MSOMffm ICCnHOnT CAQQOOXCM 

301 ACCCTCUOC CAKAAGMff' tAOOOOCTQO AAO000OQ1C ACOC lti OCTC OUO CIOC TO C OGAM07CAAC OOOQGA eo OO lOOODUMK OXOmOQCT 
TOOOAOOroO OTOGRCICA AlGCCtaSMaC TIQOQOOCMI TQOGMOOGM QCOSMWtfO OCnOCATTS O OXL ' I O UUC ACQCAXTtOa ClOQOQaaA 

301 OGAAICCICC GZCTGACOOQ OOOOOKKC AQQQOOCMaC C CCiOOQ O CC aXCCOCCCC TCAD Cf lOOO Q OCACOZTCXA miOSMOQ OQQIUOOOCKC 

cctTAQsua cwa c To aa c c axavg gi o laax ctwc Q QosMooooa coa aooo o o o aciqcaqqoc aarocAAOAT AMUucnoc aac mwm 

401 amSOM QMOQQOCM UUlUJU ' mO VGATXQSCtG TOQOQeQ CA S CnXMOCU TQUOOOnOC CnOCnOTT OXMQAQOOCA ai ' lUX-VIU! 
CAWGATTpC CiaXXatfl C (CAQOBAAMC ACtlUVOOQRC AOOOOQOOIC OUUnOOQIT AODOQCAAaS aAAOQAtMA CATCTQOCAT OWOQSAAOO 

501 viwirmu ' iwrmnu : otfiuawua oictocaaga ooMJAocmo GKrxcnaic oooAnoooA ciconoxcA ooocKraoic laooMSOAcr 

AACCMAAAC AOCAASAMQ OCMOQAOOOC CMMOanCT GCXCXOGATC CIAAfiAACM OQCIMaOCCT GMKMCMT QOOOnCCM AOQCIOCTCA 

601 infxoTOGKcc iwiuiviiti tCA'mocxA (aaflcrrm GcxcMCTOrr Aoooocicm aoooqqaact qaaooocxca tocncicM ochocAm 

ACMCAOCTOa MCMSMCAAC AOUfflOGAT CTOOGyUUUC OGKCXCACAA TCOOOOMAT l O O O aim CnCOQGMSr AOGAASKOtC OORnOTAIA 

701 ACOXQCTCCT GAOCICTCA CACTCKOIOC TTOOOmiO TTCUAGACT AaATQAOCCA OOCTAOOGW M3KM3QCM3 UlWiVm i A AAAOOXCIOC 
TOCAOOMOQA CIOGMATCT OXOMnCMaO AM3QCICCAC AMTrXTOIGA TCnCXCGAT OOOATOOCXC ' lUM lOOOI C CA0CACM3AT TITOCUJUOO 

BOi cncocrno rivm oocr croATioaoc AooGArrcAO occnocctc ooooocc cc cojamm tamqocicxa ooATsoncr tooooqmoo 

GAAOaOAATC AAOOQIOCQA GACOMDOOO VXCtMOlQ OOB A WOBAB COGTOOOOO O OMCTCATCA ATTOOOMZAT CCIAAOOnA AOQCQCTIOC 

901 mrMAjjM QonoiGATG GftOQcncrr amcacM ai o c i a totc xa axATO OC ctqcaagmu oicicswaAaA mumau r CACimcsc 
ocCTXccocc Gocoocnc cnaoGAAfiAA oooc io oc n c tsAQOATMCMs taaamma wxmcsar CMSiocxcr MNXsaes gxoaaaacw 

1001 TOOCtoAO TECftnCMA OCRRCAOIC ICACXQOQAA GM3MCM2ACX CIOQaAMQQQ AlOCTCTCU CSCTTMaOK OOTOO U OC A A OCOOnaOA 

AcasGAtAosc AAnucm (xaiaatoa laicsiioocrr ciamaw omxsttcoc TtuooAOAorr omuuvrjooo ocaoqqqoit onaocAAocr 

1101 AC TOTOI CT COOOCT OOQ a QMOOC ICAT OC a tf maOQO (limomw QTOIGAOTOQ ACABCTAOOC rXOOCTAAOO OCXC1C0CXC ICUCIUXIU 
TQAOOCIKSA QQOOCSAOQOC CTOC30GM3TA OOICAOOOOC CACAOAACA CACACICAOC tCIOCXTOOO AAOOOKRCC OBAO M OQAB AQQGWOOQW 

1301 ' imuyiuAii oriumiO T rx ' iUA:n/iA mmwimu aaioxcigio QcrccAg ooc casmsm ouocMxnrc TorocMXcr ocicxoocac 

ACKOCMXSC GMCOOOCCA AAAOQQACAT ACACACACMC TtfOOOC OCAOOnOOQ GOCICAAACA mOOTOCAMl ACMXnOOQA OOMOMOOIG 
1301 OCIUOCOOQQC ACMOCDUUUl OICAQCAAOC CQOQCIGT B A TTCAQCAOOC OCTQaUOOQ IQCAACCXTT OCOCOnOGAA QMOOMaM OIMAAfiOCA 

Qc nrnjuum ' wmcA TiCT ooranTOO goqocmcact AMOfraoiosQ ogaocttooc; aootiocau ujuulucci t cnonocxc CAicncoor 
1401 on tauooA AictctcKrr AAoocrooo roamask fl rooAAooo r wxnoi ' wm wmviux ror oACAac acm cocw coo ci ca occ 

CAACITQTCT MMGMTOU^ TTQOTQAOOC AOIQOCABAT CAOCnOOCA COCACAACAC OGIMAAOQO ACACICRQIQ IQEAOOXOTQ OOOQAQflGCaO 

1501 TOTOCICACr CACAQOOIOG OimCim ' liA tC T CiCi ' fGO OOOIOIO I g r OTCQQXGXT VlUmXJlUV tflVtWOUU-T VlUiUlUlAT GTCICMOOCC 
ACAOQACXCA GIGIOOCMSC CAaAGWAAT ACAQMSMOC OOCACACACA CM3QCA00QA AJCAAACACA CAGATOCaOA OCUXKSk CUUmOBm 

1601 (nAOGAQTOC qOD QG TCTO G OOQKAAIQOC CUU;iU.TlC OrrOOCMACGO TCAOOOCMT CACAMOCAQC CAQGKXCTXC AOXOOCXOir flCTACCCAOC 
CAIOCXCAC30 OOQXABMC OOCTmOOQ OCCCABOMO OCOOnOX AOIOOOGTDi CmniOJlua (R0C1M3AM TCACOOAXA COflTOO mW 

* 

1701 ClCAICXCTf OCATQOCCCA OIO0CMXX30 CAOOCACIOO OCICOCAOOC T0CW0C1OXT GMiXTlATQ ACATO0CAC3O AAOCMJCTWC TCAAOOQCW 
GM3TNGMSM OCCAQOOQGT CMXXROOOC atOOCrONOC OatfX30XOQG AOfflOaMCAA C10QGM9AC TCTIAOOGIOC TTOOTOGMIQ ACnQOOOIC 

1801 OOCTGUnOC CEACAOOCr OOOOO G G CA A OOOOMOIOQ TQOQOCrm AOCAOCMCAA OCAQOUnOS AOCTOXOICr GOOOOXOCAO O CTGM3 CCA0 

ooQActCAOQ GUQxanQA o cacgtotfrf ooocTTCAOC AoooQGAMTr iwrmwiT OQToancMX TQQNCACMBA oocx3CN3(nc ancxoaoxc 

1901 GOCraCMCA CCCCCmM AGACATXAAd TOOMSOOCT CAOGHCJnOO OKXOGHQGAfi OCtM3CtA0S GAIQTQQQCr CMnTTOmC AOiUCLTIUU 

GQcancncr qaax r icnc tctoxcATic atactoooqa ozocicaaoc cnoczocic ogaiogaioc ciMMoaQQA mcMncm tcaooquoo 

* 

2001 TOOCAXOCKr GAMKXOaCT AOCMnOCAT AAOOCAOQAO TOOmiiaCA OMDRGTAAC OOCMCICXC ASAAOQTOQA QQCMJQAUA OCASQMmC 

Aaaonoon crrciMGQA TOimoflA I ' luma ' xi! AOCAAxnoor cxa»CATiQ oqqioqaqms icrxocAocT oasxoctocr oorcicaao 

3101 OmOCMOC WIOLTALI T ASOGROXGCA QQCTQOUCTO CAM3WSKXCA TOORmA AMnreaQQCr TQQQQOGAQS tQOQftQMXX) AAOXMO^ 
ClOQQSIOOO ACACQKSGAA 1MDCICMX3T OaOAQOIGAC tfi ' lUL ' JW r AAOUUMOrTT tICAAOCOCSA ^ ?lTryn OC AOOCA CI OCC nCKITCXCT 

3201 AAOTSKCADT AAXTTIOICA CmKnOTT a UMitf rX Or f CTQMOXCIC AAOnCIQAAO QAACTtTAK ATtCXOGOCA OXCBUaSMRX OOtaOtXAm 
TICACraiCA nAAAACMTT QAMriKXaUl CCTCCAAnOA CWCIG0GGM3 TRABACTIC CnOAAAIiaO TWflMCOOr CMODOCICAT GQOCAAIMT 

3301 TTTQQQonc ABwasMoo uamvcBT uxsacraiax oAOonoooc cabatcicat ooxgcttkic Tcrotctaa cmooocM AA awoAABA 

AXAOXCAAS TOia T lO C TVCMAMAA VXCOCOa CXOCMOQOO OICDUSMnA 0CM3GAA<OUa ACACIQACnC GAATGQOCRC VitTlLTlLT 

3401 AXKOOCAAO O OnOOfiMB XOaaOAACAA Q CIW. 1 UCA OCnAQnOCA GGAAOOOIOa OUOOMnG ACACAXOGAC nCMSQQOr AAOQAQQAOr 
TTIOQCnOC CAAOOOtCXC ro aO CW OlT CGAC06A0OT OQATXCAOOT CCR03CM3C CTOCCKShC TOl C Utf Ciq AACROOQOCA T Ta ' AO a CA 

3501 cioooosiar cnGMOoaoa ncraoGMx Actcnonr wavtioicc ootrckkc wmjuamta TCctAAAooA oaAWXctr icrme3qg»a 

GAQQOOCACA OAMXCOOK ACBMXCTOO ICROtOOQAA CMCAAOOOO OMMSHOtQ ACK30QACAC AQSARtQCT OCmOQQOO UMOCOSPt 
3601 CMCaOCaaTCAS IXnuncrOA TOOMOraKT OCKXKIQCAIP OCtCWSAOK ATOOOCACTT ACTTTOGACT OROOOCMCT TtGOCIGKAT A'lVnOOOCAC 

oraoocAcnc Koaxcoct aocicmooga amocm coAinctaoc TAOOQenoAA tcaaaociga aMoaoQiQA AMOOcucm TMCMoaoon 

3701 ATOrCACOCT aiUJLmiJ ICXCAQOdX AOSAGACAAS nATTCTCXC AOCnCTtlT CnOCIAAA TAATM3CCA Tl'i'iUOL'WL 

lACAOIQQGA OGA0OSMUU3 AQASnOOGAT t O C T Cltfl ' l C GAXCI0C1CC AHMOMMO T0QAM2MAA GkfOtOmt ATEKXraOOT AAAAOOQAAO 

3801 CraCCTOCKr TTRTTTXCC IQAQCXOQCa ATCXAOCTOT OOXAtmCAO OXmyfUX ' OCAACXTQAT AGOCTCAAaT T1CM00CTT OOCI OABW O 
QAOQSAOOTA AAAAAMUyp O ACXCCMOOC THOATOOACA OCAXCAACnC GaaMSaWOOa OOTTQAACeA TCXaQAORCA AA9TO0QM COGACTCIAC 

2901 CCATCATOCT GWIOOCICP OOCTOBAAAC TaOTXTOTOC tMOICWWT aTlVICm; TACTPCAOCT AlCTACAOTir CPBOOGAACT raMKlQQTO 
OGTMnMSA CXGAaOQAOA UXJUXTriU AIMUUCAOO ASTCABTTAA OOAACMSAQQ AtOAMROGA tMATOIQA GUGQCTTGA ACtCGAOCAC 

)ooi n nraccc AocA Aooochcnc rAU ' iuw ' A ' i TcmocxcA gtqcaaoocc cckcmcacaa aacttcaiqc ciuucixtw aaad caooot ocoicxciqa 
oGOQatnooT tooooraiM aaaqaqagaa AAAAixooMTr cAOorxoaQQ aaqKfiQpf ttqaaoxaoo cKoaaaMc tnanoccA oocmmmt 

3101 CI CUJU; AUJ OQAOOCTCM^ OaMSATOOOT AJCACAAQCr OmAAAAC AMCACATAAC CATTAOCXAC TSOOUCA AACTCIKIXQ TTmCITTr 

MOGQCAK onocxacrr trmii oceA noicnooA otAArrrrtc viumisATAC onATooAiQ AcicNoriOT ttcacatcmc aaaaaoa a aa 

3301 TCCCICXOA AAAAmm CmTimTiA TTXAmiTT OrmilllTr QAOIQMBIGC TOSTOCAQCA CNXACACAT AOQAOOICAO AOaOAAAt TT 
AAOQABAOrr irmAtAAA OOUUCAAAT AAAXAATAAA 0GAA1MAAA CICARCAGQ AOCMQGTOGr WMXJfRKk fOCTOCASXC TOQCrnMA 

3301 ICATAfflTIQ Tl C ' lUai T UJmWitfAU OJItX T l t X T OaCM!TCICC TTCACXCMT GMKOOMt aJLLUTlLT aOOCTTXMO OGMaOCT CT 
AOCATCAAAC AAQASMOGAA OQCMCAACAC OCAOGMOaA OOOrXACMaO AAOTQMnCA OOQATCRTA COQQOOWa OOOGMATtC OfflCICAiaA 

3401 CaVmCK OQOOCMCOCT T IXAJIXXUX ICXCAAAOrr GMBKrXACAA ATOnCAQCA TCACMQCMOG CnOQACTRC TXOOCIAICA CT OACOI CeA 

aanKKKm ooqoctooga am»wooqg agmetxttcaa cicsAAXorr vcMmcn uimaatcc qamocxcmo McaoKoat ocvaaan 

3501 CXOCraCCEA OCRCnOGC AMCATCTTT TCXCrOAXQ OTOMtfTTa OQCAOCUrXX OCAtOOICXX OCMaOKmC ClCnMQOO UUiTJJXX 
GMGMQQGAr CT iAAfiMO m TTOOaOlM MOOfCDC UULTl ' lUULl ' OOOXQCICAT OTXXaCAaAT OQTOCIAAAB GMBAAXGOOC TaOCMOOGA 
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3(01 cwn ooCTo ocwc wTce moococtoo atoo cmca AMTOmiQ MorraiooQOT TOcaQC Qgau jmocwcrcr uiumiiui; mmmk 
ciCAAcoexc cooBMaoQ loaasMc wciancor TcmcA« racwoock Aooco cca c ttogwcwa oaccm acxctcot 

3701 TICTOCmC ICTOtCTCCr MGMCraK CCtOCTOexaK TOCfcTOOa AMROVXCM CnCUQAOO AAAAOQCM\ OCnSMIICQ (UOiwnrm 

Mtuxs»MC UMCMOk TMnosMXG qoMCGMXCT AOooutocT TioiciiMnc GMOTCicc Tm i jonS oomxoac C^mXQOC 

COCCTOGWP TICIOCroCT OOCaaCMA CCOOOCtOCA ASATCCORA COMOOm CCXSQCXma OOCXXMnr 
TOACGTCTT TCICTIWI T 000«CCTCK MCAOaUC\ C CCUCfWI T f OOCOOWOW TOMOOaT OCT ICTOCC GQCOCOOTO GQQOOauOQ 

3901 ccMOT S«A arn oDoo ootcmcmc oocimom GMQocnco q c T oaiTX T o e c occqg r ooookoac ccLiuuLLn T cnuiuyu^ 
ocicacTCT cwA*a3oic ocwncno oogwxocit ciqoqqmoc cmaxstask coo cujum ananoooG aaQAaooGM SSuSiuu 

4001 QgAaMocw; ocdocwoct owoocncr cicrmcKc AcwmMun tcmotccic oootacooer i ccia/rm r Moawm Tirx, ..l 

c a x iim iu oaaaanoBh ciqoocmsk oMMxaora torewncx Mrraasfta oo ociuiuw moqqcm1o[ moqqqmSc M^mm 

SS^SISST SS?*^ Gwotcicoo otarooocoo cooocmogc kxkxoxk aastmax (nocohcos eiaxjtcxoK cciccttiu 

OCMiACWCA GTQQACQOOC CXOCMSM3QC *aCMOCCX30C QOO amdM tttliUUmJU T OQC lOHim GMXXnQQK QACtTCMOO mOQMQK 



IMCMAOOC 

■ mumuui 



TCWTwr TcciraoCT icracTOCTc ci c ' iuiirii; ctpotowo oocoacua 

2Si22SS cnncrwoc *octoooocc tcrraTOO gkc\tcm{» Muoaocioc Trnmrm TOimwc icioormc 

aCWCTQM AMCTQAfifcX CK»CACTO ACMX301MC C WfAClUa; TOCK»M3a Xk»r»rkH% eieftiitu^ wijcmAAO 

4401 TOioomAi cQMMsoQtt owcTOtnw CTr muxA C MXxaoeiQexs oaaoasMtA mwocctcc Taai-aTCTT toxcciom cncwmai 

ACMXX3QQCC OCTCKOXT ClOGMCACT GMMXXnO TOCC KAOO C OOOOOCT ft CT TOIUQUUA OO MXnaVDm AOUCMCIUVr GMOXraOCT 
^^^^^^'^ CttTOOOflOO (RMQCyXQQO OXOCMCOK CWOTTOOC toUVi^UtflU AOXIOGMK OOMMUOIO UUM Ii l/lUJ 

TCMCMxsc TMcncoQA ciQKOocMr CM C OCWo c CMsorroooo orooMUboca CMSMOQCAC TCOGMscipc ocmcxcAC acToiauoc 

2522522? O»0CIga=K TOCMC TOCA CUMACOU AOBUJOMAt GKMCMOOO ■ ICCiUlULTr * | i |ivv v taxMoooa 

cacoicocx oocMCiTO ociocMoor Moroawr ci ciciwf Tociocim cwio/ium; Mcuamk OMwaooos TOooroooa 
4701 ccacoCT ax asoxocuoa fSMCMCw aocicibiit mciurmu ooocmocr CAmAcm jyaTPzcoui OMomcM oci a. ' ia. ' iu 
oaiaaQAOiT oocMsrccc »csoanctK kbm»cma aoom»gm3c ocssmtos^ ctMnoAAT toxmaootf ciGCMixorr oaAoamc 

^aSa^ OMQOococr TTOcxacfXCT ocnmcooA criLaujm atiocmaxt oxoimcoocr Mcrofcciac 

CTQCTZMCT CQQQQKXGA CICXCITCM CnaaOOOCA AAOOCICMA OGATTOQCOT QMOOXGW TMUOOZTRX CACnOQQCA 1K»CI»ira 

4901 TOjCTCTTTC ocTccxoQCA AAMciQcsic AoonoowT ' mTiixuu TCiocwouj M cco c cio c cMcicMsc Tnnm M : ooeiotaafl 

AOiaOAAC OGWaWCCT TTTWOOGW TOCMCCIM AAAMOGUtOC JBWaTOIC VXGOXMS OmtmCCO OQCOMXSOn axsAOcnc 

2I!^i TOicwiCTc wxcicMOC ccwcccw coooc rm oc wnLuiLiiiT oooccmcr wrmijca; aocmocox: gcxqogm»c 

AmtKOGAT ACKOOOAGAa 1030^01030 a/iuan/il.t; OOOOQMCOQ OCAOGMQCJA GOOOQU'DSA OCAAAAOOCS ' ICL f lUUJUJ OCMOCTOQO 

"^^ ^'^'^^"^ 22!2S??" AiMTOicAA tcaoroioo awtocTooo coooaxsBAT oocATKacc oocAOOtnc CMUMcmr ccimjuriu 

OOBICMCQA OCTOOCOAAA WKaCACIT ACICWCMC CTMOOMXJC OOQCQOOCIA CCCTAJCTOO CXXnGGQOW OtTTOttAAA 0»aXQQM> 

""^ SSSISIS ISnS?™ vifcmM TzwactosA amxuoghx KBtaxMC caaoroo x T rarocwao GococwsMrr 

OCAWAAOC TQUCGMOO AaOGMOOOOA WTOIOCCTC AATCTOAOCT r m;»CmU TOCIOOOraO OaOCAOOQGA AOUOOMnC CGOXRCXCA 
5301 TTCTCICnT AAOICCncn CCn OCOCM CC TOOQADOC CMUCnCieC OaWOCTOOO A00O0COC3W OCTCIOCW AOncCOrfAATTTOaOA 
MAAGKCMA TOMOWOC OOMOXXnC OMOCraoa OXTOAAQMn OOTOOCWOOC ' iUmJOf l SA O»aWr0TC TOCAoSS TIAAAMnCT 

SfSirnSi SS'SSSE ™w««c cwtocpooa iwmaAATc oocmatmot TmooKrcA ocKoemK crnxxxm aotoccact 

CnWAMT COaaCTOOO A AMOCMOO GATMOQAOCT ATAAACRM OaomATCA AAAAOCTOAT COIATGWOT r^ wv«T ?* r TCAAQQOIQJi 

iJ2S5iI™£ ™»oiccca mmuott croicccnc cc TCCAocrrf tooctcoto abaatoccmc cwswAOArr re xAiiriur 

TKX30iaM» VMntMOG AAOrCMOOT TTCIQCICM GACAOIGMa OlMOIOGAA AOIOQAQCM: tCmOOffW CICA0IG1AA ACA1MUUUZA 
5601 AWATKSOOO ACA TOQQQQC T A CO O CCO O r OO CmH CCr Oaa OSMCA TTOCmOOC TOKgXOjUC OCTAm/HU: AAJUQCtMIXC OCAAAOOOCA 
TIATAAOOOC fC1M00O30 AIXiQCOQCCA (WTOT A rn A OOIAOCTXOr AAQOTAaOO U ACAGQAOQOO O»a0CAA0G TROGAmC GUlTAUJUff 

SSSS^S^ nSiSSS?? WnwnOC CAAAAAOCAC mtMCXM WXQIAIAAA »AAT«nOT ATATATOAGT (nO»I0IOT OTOOOTOIOC 
«D0aro0AT AAAHMQCAA AOGKCCAAGQ WVmUJlU AAIAIAASA ATWATATTT ATTTMATAA TASABOCA CACGCACACA CAOOCACAdb 

SSSSST SSrSSJ^ cwciTOcrr oimcAAor otoctotoa opicaaaasc oenci iju uu AmaoicA cAcmcwo uiuiujlvit 

CAOQCAOOCA OQCAOOCAOC CtOGAAQQAA CAAAAOTXCA CAOOACAOCT CAACRTmO OOAKOADOOC tAAACTOOT CXQAAAQAOC OACAQQQAAA 
5901 TTCTCACTTT TITOITOXTO T Cl g aXlO : ICiUUCWrf OQAOACAOtC C BOa O Mau UJAmm. T TICICAABIC t qiWOJU T C AOAOCUCnC 
AACAOIOAAA AAACAACAAC AGAOOCQAOi ACA C OOACaA CgTCTglCAO OQQOQBAQAQ OOAAAaaOOA AAflAOTICAO ACAQAOOMO tCXOOIQAAO 

SiSSIEr Sg P™^ wacktbat cxooanao TCiqmAiT ctocwrnOT oqooqaqviq cAATrracr toriiaaoea ACTRnGAcn 
onoacAOA omaHstm acxgaocia owoodcagac MACAAmA guciaaaca ncoccropc ottaaaatqa ASACAncAT racAMOAc 

SSSSJSr IIJJHEiS "WWOOT CABAAT ICro OOl OCAAAiro TCIGAICAOO AGAAOXSOCT OOCACTOOCa AOCACAASIC AmOACWXA 
WWKATCIA AAAAASOm GUMnOCAA CXCT1AAGAC OCAOIITIAC AGMCIMTEOC TCROOOOGA OOORaoaC TOTOXTAAO tAACXQASOr 

S222SJ2S ^^^W *'^ WWIWTTT TJTTCATIW UlTlTlTlUf ATPITOCAOC TOADOOOOO tt OO TOCaoauU CAOICXKICA CnOQCAacr 
ATOOOSAO iq OSXOOOMAT AAAOCIAAA AAAASIAAAA CAAAAAAMCA mAAAOOIOQ ACXGOOOOOC CCMSAOGOC OICAOAIAOT OAOOOOXOQA 

SSSSSSS 22™^ aacicTOOc caaoaamc ctttiaaaaa AcroiAaocT towhcaaa mcriuwiT ncnooACA tcaaacAT 

^ ***^M f * Xa OGAACCAAQA OCTrOACAaOQ OnATtTTTC QAAAAmiT TQfCATROIA AffZOCAOrtT CACAfiACAAA AOQBMQCXOr AaOGATOrXA 

222FISSFTr "^^^^^^ cwprrooAT tocmooGAA a iCTiULmj ocmmn gaooocsaac oAAtCASAAc ciacaaqooo aciaaaaqqa 
" "^^"^ oicrrmoc ciCAAAocn aooatqcctt caoaaogaoc gpicamecaoc ctoooqaito cnAoicrro oworroocc ToamccT 

^^^^ ilSSSlSI? ™"*«nT TOOCAWnC O CAOOC TOOQ CCAOCaCIT QAAAAAA1AA OaOGCQQAAA AQfTQIAAQQT AOCAAATTTO OIQAAOCXnC 
™OCICTCA AOGAXOCAAA AOQCZACAAO GOXOOQAOOC OGfraQAICAA CPPPimOT OO OO QUL T ri ' ICACATrOCA TOOTTIAAAC CMCnOCCAO 

ISSSiSi^ ICATOATOOO AAAASAACT T ATPCAOCItO OOnnOCAAT GAACIXTCAO CAACAtntAA OQOCAAOQCST GTAAAAOCtQ GQCMCAACTr 

«CTcmA AoaciAooc wncrtAAA tMoroGAAC ocACAOonA cnoAAAorc oiTCicAATr ooooTTOOCA CAmrooAC ocxnortoAA 
2? y^? ?!i ocmiOAQA qgi oaoocA aosqqatcaa ciQoxa»or toiotoicat oiocatooia gataqcaaoc ocaaacatct cciAmuuuA 

wrrOflOAT OOTAAACTCr CCAOCTOOQT tOOOCttOTP OAOCAOCXCA AOICACAOIA CAOCIADCAT TOlU/l ' lU] CQmClMA OOATADOOCT 
6801 GA O0O:i 'AU; TACADCAOO O QWOCASAAO ' mCtfiWlU A0GO3A0ff» AQaoCAAOlO WaAOtOABA OTIAOCCICA OQQHSATICr ACABQCAAXO 
CTOOOBAAOC ATOIU/IUSC CI CCOI C H C AAAOCAOCAC TOOCAJCAOC ICOOOnCAC CTCTCACTCP CAATQOQWT COCTCtAACA TOTOOOmC 

JSSSiSFr 2Si2??^ CHTOAA^ AC1 ACABA0C OOCAOCMXTT TTTOABCACA GAACiCRWA tir i AUtflwr CICnCTMC CCWCTCAOO 
WOnCTCAA OICIQCOAOO GAAACmCO TGATCTCICO QOOXOOIOCA AAACIOOICT CTtOCAATCT CAAIGCAOCA GACAABAXOO OOtJWOTOC 

SSSSiSSi 22ES222' ''^jw^!?? M ocAgAAT o caaaocac ao gmsaaqaaog atccaaoaoo ckxoqaocu ocagaacmca T nunvnvf 
cAfciUiw* ocoAcr cocA AAoncncc twicttac CAiimii.n; munLTiu: TAcaoncTOC ctaoctoic wiLTWH/r aaabaoaaga 

^^'^ S2E7£^ CWVCnOC WCAOCAOQA GATOCICADC AOXOQOOXQQ TCWOOOOOT 1CIT0QAAAA GASAAOOCAT TTO C T CA AQC 

AATiATOorr oo»flcmc ciatxcaacxi Acxnociocr cwocAcmjo ro>ocog>oc acatoqocsa AfiAAocmr ctLTiuamA AAooAonoo 
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^^"^ 22"?°* icncToi» uL T imc T m amunar orereicww ooc»ooctoc tcmgacioc tiqiguaoq Mcnrnm 

OMXCMOQO 09MMC0 MSMfiKCMT OCSMCMMa OaARCUCA OCMSMTtlC CQROnMO MROCEUaO MOCXCnC IQBMMC 

SSiSnSl Awwocioo tujuufiW T c icioc»crao cicwnaoc touuMOMr AOjocnMa otormcm uaam. 

cwcrcwflT MTrmora tamouoc mdocksm muoxqmc oMnauaaz JormcToo tcooqmtic oool^ nuooSo 

S2JI!£?SS I2SS!£22 otaaaaam »aowct» ackaaaaigx ciMnASQC atorgmt MumtcmA AMuuaM* 

owMTOco MOTIOO0XC TcictOTOA cTcoooCTCfc ctTCTmcT TonTTTJCP (MTsmco TMoomx tTOmSr nSmm 

'"^ SSSiSi 222!S2J7 'SHES^ mcmcwc eacikATTrr osuactmt raxATcc*T cmcMuro aimooiCQ auAn»n 
ctmocttcr odrnMOA ATrocicicr otottcm oucnmA cncnam Mrmanx qmacicoc ctuucoSoc SraSSc 

7601 otaosAmx MnaoM atbmmcm AmAATcno momoooio octicmimia aorxMcioe ooocwoi co tvmxm ex im^n. 
ccTOTTrr TTOcmro 11^^ 

7701 T TOCMOQW OAAMOQU TKMCXOC COCCCCIUUO QIQQMTICA ACCKCICXOT OOCTMACMS CXACUaOITV OUBfinri nmm^ 

'^^^ ' """"^^"^ i55!??*" traoraor nxmMOQ ocKGmciA cn tTiTm ocmiOTP cmbctiw amnnmi 

WCTOCTWff MOCOOQCTT TOCTCaWM AWXCXXICK A»EKTnOC OCXOTTOAT GA1QAAAAAT OTOU^ OOfflS^ 
ISSiJSi ™=*W00r T TDCMCW T TPmTCRCT ITHUrmm AACXTOXOn TOCTCWIAA AtTEOnOOOT OMXmCXCr ACBUMU 

tcwmjOT wcmccK tjccnan^ m^aiBK anjubuoc trotAOcw mimxn tolSMScA crnlaSal iSSraSii 

SF™"5 omttiooo aaxaqoooc rmamaa oicrooeaA ctuaaocm AAmmoc aaaoruuuul 

trarrcATC omotaaaco iktoqcogka cqimaaqoc nwiUimu atticuoga wsMasm OAPmcoic toIaaaa^ nioScnn 

>ioi OToorrm I'l-mirmu TPromocr lumuriTP taunocMAA Acncrooo cooccoitic oimcmakt muunn cm«ftum 

C«nC»AAAT AAAA*^ 

B201 CMocAwac moonoao icreuaocA oncqaccc cA oftoocacAoc mxjurmL ' f mtMSMcr acxAcnxnp jtaxuMen. ncumww 

CTTOPICro ^WAOATCW AOCT^ 

i^^S^ SnSSiS ii!£K«" owrracAc oc bkaxawx Aioocmrr AtATmoop OKmom oqqmacoui oocscKacA 

TOCfcCmOff CMCTOTOJ TWW^ 

SSSSiE 221?*=" MxoMiKm AMocncw riaiu/rrrr aatatocito axsMnooc miqooocia 

AocwmTO oiopooocTC AMMCAToo anTQAOQaA t cccLiTu c mmiAWAt; AACMXAMA TaaMBMC axxnoaaaa TcuaaQwr 

8501 T TOQCMCaO T OMXT IATT AECQQMSro O^tiCROTZA GMZMOIOro ICACnOQMI GOGAOnTTT QMQDUOODi IQCIOUUnC tttmuvRTP 
AAOOTIOTC MCGOUm taXCIOCHC ATOOAAMT CtCROCAC AGIQMCCZC SScoSI; SiSSSsS aSIStSS 

SSSSISr ?F5E!5ii VWIMUCOM: CnCOBATCA AOtmnMZM ClCICAOCtC CTtCRXMC AOCATOICIO CCTOCmAT 

craawoDw CKGAomcrr ooocMaoo aaqaooqaco GMoanMTr TOcy«ATCiT CAcwnoGAS QAAGMaoioa vxrocKu: OQAcmm 
SSSSS SSSSSS 12222122 t^ooow mrmm TPrcror»T AASAcnTOu nnirnxo 

CGAAACOMO WaxmCTQ ClXT»CnO MACOBABAC TTTOWATTC AOICCXmaG TCWWDIIWA AAAQMUUltA TICRAADOP AtMMMStf 

AOC^Wr MAtACAlAT ADCMDyCAt AMKXAIAT AlAtA1!ATrr CIOCCWAOT GMBAAA10GA QMSQACOQO ACTmAffTO j^yoSoGOO 

>52i:I7222r 2l!i£"^ «»ATCTICC taXrCAOOC TOXMTOQT ATEACAQQCA TQAStCMaA CAAQOCATIT AAKXCrOOO ARUCnm 
TOEWtfOa CrK»AACtT OTTIMAMXI MKMnOXI KWrnOCK TMTOIOOT ACICAOTOIT OTIO0C3WAA TmCWTOC SScwSS 

iSigggi: i?SgSgr CIAAOCIOT TOXaCCATA AJCMCCCIA COCXMCCXaC CIOaMCTOC 

wncrorcr TmcicicA aoomaioga tCMOicncr aoqqatotta oATroowcA KXsoNsmv TroroooaT Gaooxooaw OMcnSco 

inSSSI^ 22I2222Sr "212222 TOopaATcr cnaoccro wmxYitu ooccocaTOr OATOroocc cmadocict 

AAActcm cxucoicocA GMoraxaxff 

S^S^!!^ SiSSSi SSSSSi i!222I22222 OPmAATO I MMAAOOO rocmCIC OCXOOOCU ACUOCAMC 

mOGMAAO WrWAlW CWCSMDCAT tCCO OOOOC TOMCTOQOC CMMTOSK ATCTtTTOCC AOIGMABM OQMQOIOXC Wi ' mjlTIU 

SSS^^ I2l2!5Si 25i!22S? ASCAAOTTA WMMOICT TCACMCCCT KICnSMOC roWTTXOOC CACCXQCm AlDCiaCSQA 

oxora'aco AACwxcMt guqocjga «cttocmip TsacracMOA ACRoxTOSML AGMZAcraaa MnckMooa oxGOMonr nconoAcr 
S????:! I2222S2 I222FI2" 2Sf'°™ orocraxac obmiumue ArnccxaT onaxcxncA cccoccaoc AocmAMV 

ClWIOICm MOOATCTOQ AOOCMOMB QKnAAOQAT CMOQAOOCTO QQAAAnATa lAAAOaAQVA CAACAOCMCT QlAXIlKOm IWaU ' lVlX 

i^SSSIJr 2SISI2! aSSSUP mTtaAM imtoduwc ATTKnoTTP cocawicwc mawwoc cnmaQAASA 

ATAAMSOrnA CIATOAMax T1GMM«A AAAAQAIMC AmCTEMC ATtWMTOO TMUCKCMUi axnOCtAS AATCOOOQ WCAOCTTCT 
9601 jrcmOCKC COrM A OTO tOCOCAOOC AMTmACAA TlOCXQOCAr AGMQAATCA CAQOOOCXT OQKnSUyCKC TWOmaP nTRUnn 

SlSSi ^i^***"" cnwwao cocwcMff TTCWXAArp T immww g iuommr cwn/mm r oiuii/mm r ooocicwic 

<*««aOEST C000BK3CIC GATZMRnC QKSOnorCA AAGKCnm AACACACACA CACACACMA CACACnCHC\ CMQCACKA COQQARCM 

S!2222IS 222??252 ™«oaoc cwtmtcac amc tcsc o x ' A\aa,iu AancmoAT onMCAcaai wtcitckea 

raracrc IKSOGOaflCA OOnAUOC AAOOAOCTOS OaATOAOIO OXCnOABM OaCSKOXOCkC tMOUUCIA CUCnOIM ACStOMOnT 

SSSS 2S2222 S!2?2!2 ^Trrm amjeasmct CKcnxaoA voMiskvt aoamrn Aonoooaxa OKmnctiiA 
oraaotacc omTOOioo TrotaciTB ArmAANrr TOATCiraA oiccttoncr atotteam oqicmaact Tcuooote ciMCMMn 

^^^"'^ SJSIJiS CMCWMK cocnoncT tocAAAcnr ahatooctca oncAQcxsu ACBCCMOX cMouumn awxaaotoo 

ATTOAATBAT TOXATTOOSP CPPCTCICOa OQGAAOCMSA AOOITIWAA TATADOOAGT CWOIOOOCT TOOOC I COOO CTICPiaOC CICADOCWC 

""^ S5)SS2I22 iS2?22222 OOaWrnCC mTAOCATT TOUUnmA ATQMMAAA TATCTAAWA AAATTTSMA AAAAAIGfrtA 

TOOCWOOOC CroCWTMC OCCTSAAAOO OCXATOOnA ACTTOCAIT TACnCrtrr AXAflAPnWT ITOAACm TrrmcMiT 

SSSSTS 222?22i!P CWWCCia MXOCTOO CWOTOACtC TOCTSABAtC tOX Ta CnC TO O C PCTIO OXOCMSMQA GMTTTnOQ 
wwrcwc OQQAOCtMIA QXGAIQaACr TOTCTCACC GIKACTGAO AOQACICXM JtCOGKtQMO AOOQAOSUC CWTOnCT miMMCC 

JiSSSITS T2™"22 wnuiiuw tocaoo catt cmcicooot catcaooctt oqciocmct oAcrtAcm mimcxixc abwoctcic 

TTCAMCMfl ACMCMOQT MMCMCIA WCTOOCttA CPTOAQOOCA OIAGIOOUA COOWOTICA CTOWajaAT OCAOyawOQa tCnOBMaO 

SrrSJS ^'W'^TOW oacncATB ccnacmc ocACTAtorA OATAOAcacM lotciAnmc atctocwca awwatoea vatcmgmc 

CG**ACIAAT OAtCTACCA COIGMCnC GCACtGMAQ COIGABACKT WiClUIl T ACKCAXARO TABAOGWCT tWtWACAT ATWrtCIOO 

""^ SIi22S2 2iS22S^ ™"*!2? »CAac roe TctTOcwuw aiccncwrp cmatocxm ckatcackia oraoertocA Troccicm 

OTTCUCCTCT CTWOBMaC AOOCWTCIC OTOTCTCAOO AQWlflBmC CACQQCICM OTTTAQOOTC CTtAQTOttT OCCQUCOr AACXIGMBAAr 

^^^^^ ISJJiSISr 21ISi?2? ^^^^"^1^ WCATAWAT AAAtMAlAA AlCmAAAA AA^AitfCC AOOCOOOOT GCmOOOCAC OOCntAATC 
ACCrraCAGA CITCTSACGA TOOCATM ATnATATTA I'l'lATriATT TOCaUaTTTT ' t ' i ' i ' i ' l ' i ' iUU imXlXUC A OCAOOOOCm OOQMATTMS 

SSSSSTS QCMXaXXt lOTOAOnC GAOOOCAOCC TaOTCTACAO ACnCAOTTO MOWaOCCA OMCtACACK OMQMAOCCT 

ooiOQTCAw ccicccictc corcooociA mmcMS aquuu f itjuu aocaoatotc tamuca ^uL ^ iu^wf cncwowr cicnroaA 
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"'^^ ?FEr°°^ GwwQOMw meuxecs jvouutcrM cmtowio o noxcrvw eraoatcsk nciQkn&in 

y^^" imMMm ATnggciq cmwrnr cteimiT Baomem lau^nn^ ^TI^ 

MOGWOOW CCXTOCTOK mDMOA MKSmCCk TMAOOAOC OMMIMMA MMMM MMCKXMC i S i SS iq SSoSS 

SSSSSST 125^^ 

ADooncoTT OQMicsihCfc MaosiQcr cDontOMQ nooMORQ Mxocmu Mo co wux AMaaomil czomnS SSS^SSS 

^""^ SSS SSlSi^ 2222^ 

WQCMGux ccncxwa tootcmoo wrawan amcduom Mncxoono jumuicrco Aoim 
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VEQF project 


VE6FR2 project 


Tie2 project 


Screening primsra 


Screening prlnerB 


Screening primers 


Primers; VFI-VRIA 


Primers: KFl-KRl 
Prtiduct size* 0 dSKb 


Primers: TF3-TR1 
Product size: 0.45Kb 


?CR prograa 


PCR program 


PCR program 


Hot start 


Hot start 


Hot start 


94^C 40 sec 

03 ^ 1 nun ju sec 

72^C 1 min 30 sec 


94'>C 40 sec 

(^R'^P 1 min 70 spr 

72*^0 1 min 30 sec 


94^0 40 sec 

5R''c 1 min 30 sec 

72''C 1 min 30 sec 


40 cycles 


40 cycles 


40 cycles 


Confirmation prioars 


Confizmation primers 


Confirmation primers 


Primers: VF2-VR2 
Product size: 0.98Kb 


Primers: KF2-KR2 
Product size: 0.58Kb 


Primers: TF2-TR1 
Product size: 0,47Kb 


PGR program 


PCR program 


PGR program 


Hot start 


Hot start 


Hot start 


94°C 40 sec 

65°C 1 min 30 sec 

12^C 1 min 30 sec 


94*^C 40 sec 

eS^C 1 min 30 sec 

72''C 1 min 30 sec 


94°C 40 sec 

58**C 1 min 30 sec 

72*'C 1 min 30 sec 


40 cycles 


40 cycles 


40 cycles 
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Embryonic stem cell 
(C57BL/6 ES cell) 



Transfectlon 



Homologous 
recombination'' 



1. Selection by 
neomycin 
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2. Corfirming DNA 
recombination by 
Southern blot or PCR 
analysis 
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Targeted promoter 
-luciferase ES cell 
(C57BL/6) 




Injection of ES cells Into blastocyst 
(FVB/N) 



Implantation of chimeric embryo in 
foster mother 




Promoter-luciferase 
chimeric offspring 
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Pvull (1753) 



NotI (8232) Pvull (8951) 




Pvull (1753) 



Pvull (5810) 



NotI (11782) 




Probe A 



Probe B 
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Targeted promoter 
-luciferase ES cell 
(CS7BL/6) 



Injection of ES cells into blastocyst 

(FVB/N) 



Implantation of chimeric embryo in 
foster motlier 




C57BL/6-Tyr C2i/+ 
(b/b; (n) 



B/b;L/l 





■ 



b/b; LA 



Chimeric mice 
(B/B; L/i) 




PI Promoter-luciferase mice 



B/b; L/i 




F2 Promoter-luciferase mice 



B/B; LA 



B/b; LA 
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pTKLG-Fos/VEGFR2 
targeted transgenic vector 
(Yellow-green luclferase) 



pTKLR-Vn/VEGF 
targeted transgenic vector 
(Red luclferase) 



1 



Targeted transgenic mice 





C57BLy6-Tyr C2j/+ mice with 
yellow-green luclferase 



C57BLy6-Tyr C2j/+ mice with 
red luclferase 





Dual luclferase 
Targeted transgenic mice 
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SEQUENCE LISTING 

<110> XENOGEN CORPORATION 

<120> TARGETING CONSTRUCTS AND TRANSGENIC ANIMALS PRODUCED 
THEREWITH 

<130> PXE-008.PC 

<140> 

<141> 1999-12-16 

<150> 60/152,522 
<151> 1999-09-03 

<160> 39 

<170> Patentin Ver. 2.0 

<210> 1 

<211> 31 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer PGKF 

<400> 1 

atcgaattct accgggtagg ggaggcgctt t 31 

<210> 2 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer PGKR 
■<400> 2 

ggctgcaggt cgaaaggccc ggagatgagg 30 

<210> 3 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer NeoF 
<400> 3 

acctgcagcc aatatgggat cggccattga ac 32 

<210> 4 
<211> 37 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer NeoR 



<400> 4 

ggatccgcgg ccgcccccag ctggttcttt ccgcctc 



37 
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<210> 5 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer TKF 
<400> 5 

ggatcctcta gagtcgagca gtgtggtttt 30 

<21G> 6 
<211> 30 
<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: primer TKR 
<400> 6 

gagctcccgt agtcaggttt agttcgtccg 30 

<210> 7 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description. of Artificial Sequence: primer F5R51 
<400> 7 

gtacatttaa atcctgcagg 20 

<210> 8 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer F5R52 
<400> 8 

agctcctgca ggatttaaat 20 



<210> 9 
<211> 77 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer P3R31 
<400> 9 

ggcccgggct taattaatgc atcatatggt accgtttaaa cgcggccgca agcttgtcga 60 
cggcgcgccg gccggcc 77 



<210> 10 
<211> 77 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: primer F3R32 
<400> 10 

gatcggccgg ccggcgcgcc gtcgacaagc ttgcggccgc gtttaaacgg taccatatga 60 
tgcattaatt aagcccg 77 

<210> 11 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer VNIR 
<400> 11 

ctgtatttaa atctgcccac cctattcagg acagtagtc 39 

<210> 12 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence; primer VNIF 



<400> 12 

ccaatgcatc aacccagcca ggaggagtgc g 

<210> 13 
<211> 38 
<212> DNA 

<213> Artificial Sequence 



31 



<220> 

<223> Description of Artificial Sequence: primer VN2R 
<400> 13 

aacgcgtcga cttcggagat gtttcgggga taaccagg 38 

<210> 14 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer VN2F 
<400> 14 

ttggcgcgcc ccatagagaa gagacaccaa aggcacgctc 40 

<210> 15 
<211> 36 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer FosBlF 



<400> 15 

ctgtatttaa atcccgtttc tcactgtgcc tgtgtc 



36 
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<210> 16 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer FosBlR 
<400> 16 

gtctcctgca ggcttcctcc tccttgttcc ttgcg 35 

<210> 17 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer FosB2F 



<210> 18 

<211> 33 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer FosB2R 

<400> 18 

ttggcgcgcc ccttgcctcc acctctcaaa tgc 33 

<210> 19 

<211> 31 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer VFl 



<210> 20 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer VRIA 
<400> 20 

gctctggcgg tcacccccaa aagca 25 

<210> 21 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer VF2 



<400> 17 

aacgcgtcga cggatgggat tgacccccag ccctc 



35 



<400> 19 

acctcactct cctgtctccc ctgattccca a 



31 
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<400> 21 

ccctttccaa gacccgtgcc atttgagc 

<210> 22 
<211> 29 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 
<400> 22 

actttgcccc tgtccctctc tctgttcgc 

<210> 23 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial 
<400> 23 

gctgcgtcca gatttgctct cagatgcg 

<210> 24 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: 
<400> 24 

ttctcaggca cagactcctt ctccgtccct 

<210> 25 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: 
<400> 25 

cagatggacg agaaaacagt agaggcgttg gc 

<210> 26 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: 
<400> 26 

gaggactcag ggcagaaaga gagcg 

<210> 27 
<211> 29 
<212> DNA 



PCT/US99/30078 

5 

28 

Sequence: primer VR2 

29 

Sequence: primer KFl 

28 

primer KRl 

30 

primer KF2 

32 

primer KR2 

25 
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<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: primer TF3 



<4O0> 27 

agcttagcct gcaagggtgg tcctcatcg 



29 



<210> 28 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer TF2 
<400> 28 

caaatgcacc ccagagaaca gcttagcctg c 31 

<210> 29 
<211> 33 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer TRl 



<210> 30 
<211> 33 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer F51 
<400> 30 

cccagtgtct ctgatttagg gagagcacct gag 33 

<210> 31 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer R51 



<210> 32 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer F52 



<400> 29 

gctttcaaca actcacaact ttgcgacttc ccg 



33 



<400> 31 

ccagactgcc ttgggaaaag cgcctc 



26 



<400> 32 

cagtgagagt cttctctgtc cctcaatcgg ttctg 



35 
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<210> 33 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer R52 
<400> 33 

tggatgtgga atgtgtgcga ggccag 

<210> 34 

<211> 32 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer F31 

<400> 34 

aatcaaagag gcgaactgtg tgtgagaggt cc 

<210> 35 

<211> 26 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer R31 

<400> 35 

cggctcccca aaatgtggaa gcaagc 

<210> 36 

<211> 30 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer F32 

<400> 36 

gaatccatct tgctccaaca ccccaacatc 

<210> 37 

<211> 26 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer R32 

<400> 37 

cgcctcctct ccccagtctc cccttg 

<210> 38 
<211> 4998 
<212> DNA 
<213> Mus sp. 



<400> 38 
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tccacccacc tgtttctcac gtccccggcc ttcctagtta acttcatggt taaagaagcc 60 
tcacccgggg agggtgtggt gccacagaag gaagggtgct cccacaagcc cccagtgtct 120 
ctgatttagg gagagcacct gagcccagtg agagtcttct ctgtccctca atcggttctg 180 
aaattcccca cttgccctcc ttatccaggg gacagggctg cccaccctat tcaggacagt 240 
agtcttaaac tcgtagccaa cagacttttt attgggctgg gagaaagaga tgaggctcct 300 
gaagctcagc cgagtgggct ctgattccta cttctcagag gtcgggcagc ccagccaata 360 
ctgagcaatg gagcgtgggt agggaggatt cacagagtcc actcgccggg ttctaaggtt 420 
gactcggtag tatttgtctg aaagaaagaa tggaaaaagg gttatgtgag attctgcctg 480 
atcctgtcca ctggtcccaa gaaggataaa ggctttttct cagaagggaa agtgaacatc 540 
caccaagcag ataatgtcac catctacagg ctgtgttcag cacccaggga ccaagacctg 600 
caggcaaggc ctagccaaaa ccagtctaag gagtagaaag gggctcccac ctccagagaa 660 
gaaatagacg ctctgaatgg gctcgcaggt ggcaggtaca agccagtcca tatcataatc 720 
atagttgttg taggttccta gcccactctc ctcgctggag aacaaagaga accagattga 780 
acgtgatgaa cgacgggagt tcgagctctg gctgcgtctg tggccacgcc ctcggcgtga 840 
acgatagcgc tttcggcttc tacgcttaga cttctgtttt ttggcttggg cagagtggga 900 
taaggagcca gtgacgtaga tgcggccggc catagcagcg tccactttcc ctggcacacc 960 
atgccagttc cggctgatga attggggttc tctggctcca tctgtaacag ggaaggggtt 1020 
aatgcacttg gcagattctg gctttgattt ctccagcaag gttgtctgtc tatctattta 1080 
tctatcttta tctatgtatc tatctatata tctatgtatc tatctatcta tcatctacct 1140 
acctacttac ctatctatgt atctatctat ctatcatcta cctacctact tacctatcta 1200 
cctatttatt tgtttgtttg ttttctttga aacaggatct tagcacctac ctatggctgg 1260 
tttgcaactc actatgaagc cataactggc ctcttaactc acaaagatcc acttgcctgt 1320 
gtctctgagt gctgggatta aaagcatgtg ccactacacc cagctccagt aggaccttta 1380 
gaacacatt't gctatgcctt gcctaagaca cacaactcag tccccaggcc ccagcctccc 1440 
tgtctagagc tttttcccat cctctctcca ctgtatccct tgaatctctg ccccatccga 1500 
aacccctcag cgcgcagccc ctccttctgc tgtgttaggc aaagtccaag gtatgggatc 1560 
caaatagagc caagcctcat cccccaaaag tcaacagaag caaagtctag ccagagcaaa 1620 
cagctcttga tcgatggtgt cacagttcca ggcccctccc ctggaagccc ccactatcac 1680 
agcccagttt ccagagaaag aagccagcct tgctctccct ccataccaga ggatctgccc 1740 
cagaagagga gttcgaaaat gttctcccag ctgtcccgct gaagcaaggc aaagtgctca 1800 
aacacggctg acagagagct gccttcgcac tcctcctggc tgggttgctg ctgaaattcg 1860 
tactcccagt actgcttccc tgaggagcag aacagctggc atcaggagag atctgaccaa 1920 
ggcagagagg aatcatggaa tagaacaggg actccaccac ctgccccott ctcctccacc 1980 
ctgagtaccc ttgaagaagt agaccctttc ccggccactg taacggtggg caggaagggc 2040 
gaacgctgca tcaacattgt ctggtatgcc actgaagcct tcggagatgt ttcggggata 2100 
accagggtcc aggaccccat cctcaaagcg ccagtactga ctaccctgaa agacagagat 2160 
cagaagggtg aggacatacc gctggccaca gaagcagtcc tatatcctaa actggctgtc 2220 
acctgctcct ggagtccctg actgctttgt cttcacagct ccccagcacg tccatggcac 2280 
cctttacctt gcctcagact taggtctggt accttgaaca agtaggtctt cccctgacag 2340 
ttgatgcgag tgaaggcagc atcgatgggg ccctcaatgc cccagacatc ttggataagt 2400 
ttggggtacc caggcctcac tgccgtctca tctagctcat agcagtactg ccctagaaca 2460 
ggggaaactg tgtgagaagc agatgagcct aaggcagatc cgaccgccac cagacctgtc 2520 
catagagtca cctcggaagg caaagaggga cccattcttg agatccgtga aggcgtcaaa 2580 
gggctttcca ctgcacagtt- cttcctctgg aaactcaggg gtcccttgat cagtggtgtc 2640 
gggccttagg atctcctcct gttgctccac tttaggcgct ggggtgcttg gctgttcctc 2700 
aggatctagg aaggctgtcg gctttagagt gccgtccgtc cgaggattta ggtcaccggg 2760 
tggagaggtg ttctcgggtt gcacaccggt gttggtattg ttcttgggct cctccacgta 2820 
gtcatagctc caataatcat cctctggcat agtgaacacg tccccccgcg ttactgcagg 2880 
cagaacgggg agcagtgagt gtcaggctgt ggagggagcc ccaggcccac ccaccagggc 2940 
tctgaactca ccttggggct tgcactgctc catgtagtcg gcacagcagc tctgatagta 3000 
agtgcaaagc tcgtcacact gacacttctt gctggccatg aaaccctgag tgcagcggcc 3060 
cttgcatgac tctatgggag ggaatatcag gtttacagcc caatctaggg cacctgccca 3120 
acotgcactt ccctaggtac ccaccaatcc cctcccacac cttggtcagc cagagaaacc 3180 
catgccacca gggctagtat gaaaaagggc ctcaggggtg ccatggcagg cctctagccc 3240 
agggccttgg caagctgggc gcggagcttc tggaatctcg ctgtcctgcc tgaaaaaaga 3300 
agcagactga agaagagttc ctagttccct gggtttctgc cctttatttg ctcatcctct 3360 
ggcccagccc cattgccctc ctccaaacac agctgcagca aagggtcaca ttcccagaac 3420 
cccagcccca ggagagctgg gaaacagaaa accctcgcca agaccaaagt cagtagggtc 3480 
acgggcagga gggataacac gcttagctta gctggggagg tggaaagaag catgtgttgt 3540 
caccctctga gccagtcccg ttaatctccc tgagccttac tttttataaa gtgggaccat 3600 
ggtgccttgc ctcatcaggt gttgagagat tccgtgagct agaacagaca aaacgtttcg 3660 
tgcctggagt agcttccaac tcattcccat aagccgttat cgatttactg tttgatcagg 3720 
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ctaggtgctt gtcccatcct accccccgct 
ggttggggga gagctggcaa gcactttggg 
aaagcttcat ttctggcctc tccttgttct 
agtgggtcag agtctattct tctttcttta 
gtgtataagt gtctgctcac atgtgcatct 
aggtcagaag agggctttga ataccctgga 
tgtggatgct gagaatcaaa cccaggtcct 
ccatctttcc agtcccagag cccattcctg 
gaccaccctg gccacacctt caatgacctc 
ggcatacttt ctagactcac atactaagtg 
gtagagtgcc aggttttggg ccaaattcca 
tttctgttct gtaatcacag gcgagcgtgc 
agtctcagcg gcaaaatgaa acactaaatt 
ggaaaccggc attaaagggc tttaagaatc 
gacgtggata- catgtagcca gcttgcttcc 
aatggaagac agctctttac agccctttct 
tggggagagg aggcggagcc aggtgtgggc 
tgcgtcgggg gcggagcccg tgaaacctag 
ctcagaggcg tggttgctgt tgagcatctt 
tttgttccgg gcaccggcgt ctctaccctc 
catgcccttc ctaagtcgct gagtcccgga 
tagcccagca cctttacc 

<210> 39 
<211> 11176 
<212> DNA 
<213> Mus sp, 

<400> 39 

gcagctgggc aaacgttggc gatgccggtg 
tgagaacttt tagccgaaag ccggctccct 
aagaaaaaaa aaattccaga gaagcttcca 
aggactgcaa gtccgcagtc accctccacc 
acgctgcctc cgcctcctgc cgaacgtaac 
ggaatcctcc gtctgacgcg gggcacgcac 
tgacgtccgg gcacgttcta ttttggaacg 
cgtggctttg tgattggctg tcgcgcgcag 
gtagagcgta gctcccttcc ttgctttttg 
ggagagctag gattcttgtc gcgatcggga 
tgtgtggacc tggtctgttg tcataagcta 
agggggaact gaaggcctca tccttctcag 
cactcagtcc ttccgaggtg ttcaaacact 
gtggtctcta aaaggtctgc cttcccttag 
cccttccctc gccacgcccc ctagagtagt 
gggggggggg gggcgtgatg gacgcttctt 
ctgcaagaca gtctgagaga ttctcgctgt 
cctgtcagtc tcactgggaa gagacagaca 
ggtcccccaa caccgttgga actgggatct 
gtgtgtttgt gtgtgagtgg agaggaaggc 
tgtggtgggg gttggggggt tttggctgta 
gggagtttgt caccaggttc tgtccagcct 
gtcaccaacc cggggtgtga ttcaccaccc 
gaaggaggag gtagaaggca gttgaacaga 
gtggaagggt gggtgttgtg gctttttgcc 
tgtgctcact cacagggtcg gtctctctta 
ttgtttgtgt gtctacgcct gtgtgtgtat 
gggaaatgcc cggctccttc gtgccaacgg 
agtggctcgt gcaacccacc ctcatctctt 
cctcccagcc tccagctgtt gacccttatg 
gcctgagtgc ctacagcact ggcggggcaa 
ccaccagtgg acctgtgtct gcccgtccag 
agacagtaag tatgaggcct caggagttgg 



tcgaatctgg atttttgggg caagaagggg 3780 
ggaggttttc ttttcttctc ataaaagaac 3840 
ctctaagctg ggtgttacag cataggaagt 3900 
ttttttttag atttatttat tttatgtttt 3960 
gtgcaccaca tgcatgtctt gtgtctatgg 4020 
actggagttt tgaacagtta tgagctgccg 4080 
ctgtaagaac aagtactctt aaaggctgag. 4140 
aggctttcac taatccattg atcctcgggg 4200 
atttatttta aaaaaaaaaf ggactcattg 4260 
ggatttctct ataaagaagt gctcactggg 4320 
agcactggca cacttctgaa gcccctccgt 4380 
ctttggtgtc tcttctctat ggaccgcagt 4440 
ttactcccta cagacgcgtg aagcctaagt 4500 
tcaactgcga ttctttaacc atccggaggg 4560 
acattttggg gagccgagcg agcggtagga 4620 
acagcatctt gcacaccacc aaggggagac 4680 
gtggctggag acctggggta ggcttgcgcc 4740 
aggcggggcg tcaaatcctt gactctgctg 4800 
agctccgctg tgcttagatt ggagcagcgc 4860 
ccgcgtctgg tccatgcttc tctctccctt 4920 
gctgccctcc tccttctgct tctacacttg 4980 

4998 



caaagtatat acccggtggt tagcagaagc 60 
aagccgaagc taggcaagta ggggaagaaa 120 
gagcctcctc ctcttccctc ttccttcaaa 180 
cagcaagagt tagggcctcg aaccccggtc 240 
gggggacccg tgcgtaaagc gtgacgcgct 300 
aggccgcagc ccctccgccc gccccgcccc 360 
ccgaggccac gttgctaagg gagggggcag 420 
ctttagccaa tcagcgttcc cttcctattt 480 
tggttcttcc cgtgctgggg gtctccaaga 540 
ctcgttgtca ccccatggtc tgcgaggact 600 
gaggcttttg gctgagtgtt agcgcctcta 660 
gcacacatat acgtgctcct gagctctaga 720 
agatgagcta gcctacggag aggcagccag 780 
ttcccaggct ctgattggcc agggattcag 840 
taagcctcta ggattccact tgcgggaagg 900 
ggggacgcag atcctatgtc accccatccc 960 
cacttttctc tgcctatcag ttcactgaaa 1020 
ctcggaaggg atgctctcaa ctcttaggcc 1080 
ccgcctgcgg gagccctcat gcagtggggg 1140 
ttggctaagg cctctccctc tccctccctc 1200 
tgtgtgtgtg aatgtctgtg gctccatccc 1260 
cctctcccac ccaccccccc acacctaaga 1320 
gctggaaccg tgcaaccttt ccccgaggaa 1380 
atctctcatt aaccactgcg tcacggtgta 1440 
tgtgacacac acatccacac ccgctcaccc 1500 
tctctcttgg gcgtgtgtgt gtcggtggct 1560 
gtctcacccc gtaggagtgc gccggtctcg 1620 
tcaccgcaat cacaaccagc caggatcttc 1680 
ccatggccca gtcccagggg cagccactgg 1740 
acatgccagg aaccagctac tcaaccccag 1800 
gcggaagtgg tgggccttca accagcacaa 1860 
ccagagccag gcctagaaga ccccgagaag 1920 
gatggaggag cctagctagg gatgtgggct 1980 
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cagtttgtac agtgccttgc tgccatgcat 
tggttatgca gacctgtaac cccagctctc 
gaggccagcc tgtgctactt atggagtcca 
aagttggcct tggggggagg tgggtgaggg 
cttaatagtt ggaggttcct ctgaggcctc 
gtgaggagta ggggttatta tttggggttc 
gaggtacccc cagatctcat ggtccttatc 
aaagcgaagg gttcgcagag agcggaacaa 
gagggagctg acagatcgac ttcaggcggt 
tgctgggagc actctgcctt gttcttcccc 
ggaaaccccc tcttagggaa caggggtcag 
gctcagaccc atgcccactt actttcgact 
atgtcaccct cctggctttc tctcagccta 
accttctttt cttcactaaa taataatcca 
tgagctgggg atctacctgt cgtagttcag 
ttcagccctt ggctgagatg ccatcatcct 
taagtcaatt ccttgtctgc tacttcagct 
gcgcccacca agcccacttc tttctctctt 
aacttcatgc ctgccccttg aaaccagggt 
ggagatgggt aacagaacct cattaaaaac 
aactgtagtg tttttctttt ttcctctcaa 
gcttatgttt gagtgagtgc tggtgcacca 
tcatagtttg ttctctcctt ccgtgttgtg 
gagctacaat gcccccttct gccctttaag 
ttcctcggcc tctcaaagtt gagattacaa 
ttgcctatca gtgacgtcca ctcctgccta 
gggaaaccga ggcacgagta gcatggtcta 
cagttgggag ggagctgtcc agccccctgg 
tgggcgggtg aagctactct gtgtggtcgc 
atgacctggc cctgctggga tccattagga 
gctggagtcg gagatcgccg agctgcaaaa 
ggcccacaaa ccgggctgca agatccccta 
cgaggtgaga gatttgccag ggtcaacatc 
gccgccccct ccaccaccgc ccctgccctt 
gacggcttct ctctttacac acagtgaagt 
tagcccttcg tacacttcct cgtttgtcct 
cgcccaacgc accagcggca gcgagcagcc 
tgctctgtaa actctttaga caaacaaaac 
agatgaggag gagaggggag gaagcagtcc 
ctgtctgacc acctgccgcc tctgccatcg 
gtgctctgtc tctggttttc tgtgccccgg 
agggggtggg gcggggatga acacccctcc 
acttctgggg atagatggct gactgggtgg 
gtcttacgtg aggctggagg ggaaagagtg 
cgagctggca tgcacctcca gagagaccca 
cttttccccc acccacccat ccaccctcaa 
tgctccctcg ggccttagct gattaactta 
gacgaattga gcccccgact gagggaagtc 
cttcccgctg attccaaaat gtgaacccct 
aaactggctc aggttggatt tttttcctcg 
ccgctcccac ccctgtgcag tattatgcta 
cgcccttggc cgtcctcgtt gggccttact 
ccatcttgct ggagcgcttt atactgtgaa 
gggattgacc cccagccctc caaaactttt 
tccctcccct tgacagggag ttagactcga 
tcttgctcag gccccagact ttttctcttt 
caacttctcc ccaccctggg agccccgcat 
gaagttttca gggctgaggc tttggctccc 
ttttggacta gcatacttaa gagggggctg 
ttcagtccca aagacgagtt ctgtcccttc 
gagtcagatt tctattttct aatattgggg 
gcatggaaca ttccataccc tgtcctgggc 



gaagatccct agcacagcat aagccaggag 2040 
agaaggtgga ggcaggagga gcaggagttc 2100 
gcctgcactg caagagatca ttattttcaa 2160 
aagtaagaga aagtgacagt aattttgtca 2220 
aagtctgaag gaactttacc attctggcca 2280 
aggaggaagg aagttttctt agggctgata 2340 
tctgactcag cttaccccag aagaagaaga 2400 
gctggctgca gctaagtgca ggaaccgtcg 2460 
aaggaggagt ctgggggtgt cttgaggccg 2520 
cgtttctcac tgtgcctgtg tcctaaacga 2580 
tataggctga tggagtggct ccatatgcat 2640 
gttccccact ttccctgaat atgtccccac 2700 
aggagacaag ctagaggagg taattctctc 2760 
ttttgccttc ctgcctccat ttttttttcc 2820 
ccctcctccc ccaacttgat agcctcaagt 2880 
gactggctct ggctggaaac tattttgtgc 2940 
atctacagty ctgccgaact tgagctggtg 3000 
ttttacctca gtgcaacccc ccacacacaa 3060 
gcgtctctga ctccccgtcg ggaggctgaa 3120 
aacacataag cattacctac tgactcaaca 3180 
aaaattattt cgtttgttta tttattattt 3240 
cagcacacat acgaggtcag agggaaattt 3300 
ggtgcttgct ggcaatctcc ttcactcagt 3360 
gcagagtact ccttagtaca gggggaccct 3420 
atgttcacca tcacaccagg cttggagttc 3480 
gcttcttccc aaccatcttt tagtctgatg 3540 
ccaggatttc ctcttagggg acggtcccct 3600 
atcagcagca agaatgtatg agtgtggggt 3660 
tgaccagcaa ttctcctttc tctgtctcct 3720 
aactgatcag cttgaagagg aaaaggcaga 3780 
agagaaggaa cgcctggagt ttgtcctggt 3840 
cgaagagggg ccggggccag gcccgctggc 3900 
cgctaaggaa gacggcttcg gctggctgct 3960 
ccagagcagc cgagacgcac cccccaacct 4020 
tcaagtcctc ggcgacccct tccccgttgt 4080 
cacctgcccg gaggtctccg cgttcgccgg 4140 
gtccgacccg ctgaactcgc cctcccttct 4200 
aaacaaaccc gcaaggaaca aggaggagga 4260 
gggggtgtgt gtgtggaccc tttgactctt 4320 
gacatgacgg aaggacctcc tttgtgtttt 4380 
cgagaccgga gagctggtga ctttggggac 4440 
tgcatatctt tgtcctgtta cttcaaccca 4500 
gtagggtggg gtgcaacgcc cacctttggc 4560 
ctgagtgtgg ggtgcagggt gggttgaggt 4620 
acgaggaaat gacagcaccg tcctgtcctt 4680 
gggtgcaggg tgaccaagat agctctgttt 4740 
acatttccaa gaggttacaa cctcctcctg 4800 
gatgccccct ttgggagtct gctaacccca 4860 
atctgactgc tcagtctttc cctcctggga 4920 
tctgctacag agccccctcc caactcaggc 4980 
tgtccctctc accctcaccc ccaccccagg 5040 
ggttttgggc agcagggggc gctgcgacgc 5100 
tgagtggtcg gattgctggg cgcgccggat 5160 
cctgggcctc cccttcttcc acttgcttcc 5220 
aaggatgacc acgacgcatc ccggtggcct 5280 
aagtccttcg ccttccccag cctaggacgc 5340 
cctctcacag aggtcgaggc aattttcaga 5400 
ctatcctcga tatttgaatc cccaaatagt 5460 
agttcccact atcccactcc atccaattcc 5520 
cctccagctt tcacctcgtg agaatcccac 5580 
agatgggccc taccgcccgt cccccgtgct 5640 
cctaggttcc aaacctaatc ccaaacccca 5700 
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cccccagcta tttatccctt tcctggttcc caaaaagcac ttatatctat tatgtataaa 5760 
taaatatatt atatatgagt gtgcgtgtgt gtgcgtgtgc gtgcgtgcgt gcgtgcgtgc 5820 
gagcttcctt gttttcaagt gtgctgtgga gttcaaaatc gcttctgggg atttgagtca 5880 
gactttctgg ctgtcccttt ttgtcacttt tttgttgttg tctcggctcc tctggctgtt 5940 
ggagacagtc ccggcctctc cctttatcct ttctcaagtc tgtctcgctc agaccacttc 6000 
caacatgtct ccactctcaa tgactctgat ctccggtctg tctgttaatt ctggatttgt 6060 
cggggacatg caattttact tctgtaagta agtgtgactg ggtggtagat tttttacaat 6120 
ctatatcgtt gagaattctg ggtggaaatg tctgatcagg agaagggcct gccactgccg 6180 
accacaattc attgactcca tagccctcac ccaggctgta tttgtgattt ttttcatttt 6240 
gtttttttgt attttgcacc tgaccccggg ggtgctgggg cagtctatca ctgggcagct 6300 
cccctccccc ccttggttct gcactgtcgc caataaaaag cttttaaaaa actgtatcct 6360 
tcaggtcaaa gtgtctgttt tccctggaca tctactacat ggcttccttt cagaaaaacg 6420 
gagtttggat tgctagggaa gtcttgctgg cacttagtgg gacgcctaac gaatcagaac 6480 
ctacaacggg actaaaagga agtggagact tgctaggttt tcccatgttc ccaggctggg 6540 
ccacctactt gaaaaaataa ggggcggaaa agtgtaaggt accaaatttg gtgaagggtc 6600 
tgggagaatt tcatgatcgg aaaagaattt attcaccttg ggtgtgcaat gaactttcag 6660 
caacagttaa gggcaagggt gtaaaagctg ggcacaactt gtaaatccta gcatttgaga 6720 
ggtggaggca aggggatcaa ctggtggagt tcagtgtcat gtggatcgta gataccaagc 6780 
gcaaagatct gctatgggga gagggcttgg tacaccaggg gagccagaag tttcgtggtg 6840 
agggtagtgg agggcaagtg gagagtgaga gttagcctca gggagattct acaggcaatg 6900 
atgcagagtt cagacgctcc ctttgaaagc actagagagc cgcagcaggt tttgagcaga 6960 
gaaggttaga gttaggtggt ctcttctagc ccatcccagg ctgaggagga cgctgagggt 7020 
ttcaagaagg atcgagaatg gaaagcagag gagaagaagg atccaagagg catggaggag 7080 
gcagaacaca tttctcttct ttaatagcaa gcctggaaag gataacttgc tgcaggagga 7140 
gatgctcacc agtcgggtgg tctagggggt tcttggaaaa gagaaggcat ttgctcaagc 7200 
ctcggttccc ccattctcgc tcttctgtca gcttgtcttc cattaagtgt gtgtctcaag 7260 
gccaccctgc tcaggactcc ttgtgagacg accttctatg ctcgagttca ttaaaaacac 7320 
aattgcctgg tgccgtgctc tctccactgg ctcagttacc tcaaaagacc agggctaaag 7380 
gtgtgatcac aactctatcc ccattactgc tccaacgcag agacaggact gagccggagt 7440 
gaacaaatga acaaaaatga ctaataatgc atgcgtgatt aaatacataa aagagcagat 7500 
gactggatga gcaaatcgtt taaggagaga cagcaagatc ctagaatttt ggagactaat 7560 
ttaaatccat ctttgagatg catttggtcg gaaattcctg ggaggaaaaa aagtgtaaat 7620 
atgaagagag aataaatgag aataggggtg gcttcagaga ggttaactgc gcgctggtcg 7680 
cttttgtaca agaatgtgaa ttgcagggag caaaatggga tagatactcc cgcccgaaag 7740 
gtggaattga accactctgt cgctaaacag ctacaggttt gaagcctgca ccccagacca 7800 
ctgaggatca tccgggcgaa aggagctatt ttcagttagt tatataaagg cgagatacta 7860 
ctacttttta cacttatggt cattatttgt ggtatacagt agataattaa tttcaatggt 7920 
ttcgaacatt ttttttcact ttttcttgtg aacatgtgtt tcctcagtaa agtgttccgt 7980 
gaatgactct actaactaaa aagtaagtag cttcatttgc atagcgcctt gcattttggg 8040 
aagcagcgcc taaagtgcct gtctccctaa ctaaaagcag aattttttgc aaagtgaaaa 8100 
gtcagtttta tttttgtttg tttgtttgct tgtttgtttt taatggaaaa acttctcacg 8160 
cggcccattc gtagcagaat tcgagatttt ctgcaagcga gaagcaagac tttcgtaggg 8220 
tctgacggca cgcggccgca gagcgacacc tgccgttgct ttatagaact gcaagtatgt 8280 
agggaatcta ctgagtccct aggtgatgga gttgacaacc aactcccctt gagtttagac 8340 
gctaaaaacc atcccttttt atatttatgt gattagccca gggaaactaa ggctcagaca 8400 
tggafcaatac cacagccgag ttcttgtagc ccaactccct aggggaaatg aaacctacag 8460 
ttgtggtttt aatatgcttg gcccaggggc agtggcccta ttggcaggag tggccttatt 8520 
agcggaggtg taccttgtta gagaagtgtg tcacttggag gcgaggtttt gaggtacgta 8580 
tgctcaagtc tggccagtgt gatcctggct gtctgcagaa cgtggtctcc ttctggctgc 8640 
cttcggatca aggtgtagaa ctctcagctc cttctccagc accatgtctg cctgcttaat 8700 
gctttgcttc tttccatgac gataatgaac tgtgcctctg aaactgtaag tcagcccccc 8760 
agttacatgt tttcttttat aagagttgca tatatatatg tatgtatata tgtatgtata 8820 
tatgtatgta tatatatata tatatataaa cagggtctca ctctttagct ctggctggcc 8880 
tgaaattcac tatgtagccc aggattgcct gaactttgaa gcaatcttcc tgcctcagcc 8940 
tcccaatggt attacaggca tgagtcacaa caagccattt aaatcttatg atgacttata 9000 
agaagacaga aaatcagagt tcctttacct agttcacaga tccctacaat ctaacctcgt 9060 
tcgctccata aacagcccta ccccaccctc ctggaactgc tttgaggaat gctgcaggct 9120 
ctcacaggca cactcctcct tggttaatct cttcagcctg gttgccttcc ccccccatgt 9180 
ccatgtggcc caaagcctct catcctgttc tcaaatacca ctagctagta aggctccccg 9240 
acctgacccg gtttaaatat tagaaaaggg tcactttctc cctgccacag acaaccaaac 9300 
caccatatgc ttgtcactta ctacctgact atgaaggtta atagatgtct tcacaacctt 9360 
tctctgagcc tcagtttccc cacctgcata atgcatctga gacacagaat tccctagagc 9420 
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tgtggttctc ctcattccta gtgctgggac cctttaatac atttcctcat gttgtggtga 9480 
ccccaccacc accataaaat tatttccatt gatacttcat aactgtaatt ttttctattg 9540 
ttatgaatag taatgtaagc atttgtgttt cccagtgatc ttagatgacc ctgtggaaga 9600 
gtcattccac cccaaagggg tccccaccac aagttaagaa ttcctgccat agaggaatca 9660 
cagggaccat ggattaacac ttgggtcgac ttttgggctg ccttctggga ggcgctagag 9720 
ctaatgacag ctacatcaat ttctgaaatt ttgtgtgtgt gtgtgtgtgt gtgtgtgtgt 9780 
gtgtgtgtgt gccctgagtc gggtgctgag ataggccagt ggctttagtg ttcctggacc 9840 
cattactcac cagaactctc ccctcacctg attctttgat gtgaacacta tgtcttcata 9900 
gtggcggtgg caatagcagc aacagtgaac taaattttaa aagtagaact cagctggaga 9960 
tacaaatatt gcagttttga agttggggtg gattgtctaa taacttaata acataaccca 10020 
gaagagaggc cccttggtct tgcaaacttt atatgcctca gtacagggga acgccagggc 10080 
caagaagtgg gagtgggtgg gtaggggagc agggtggggg gagggtatag gggactttcc 10140 
ggatagcatt tgaaatgtaa atgaagaaaa tatctaataa aaatttgaaa aaaaatgtta 10200 
ccccagtttg gcctggatct cactacctca accagactgg catgtgactc tgctgagatc 10260 
tgcctacttc tgcctcctgg gtgcagaaga caatttttgg aagttagttc tcttcttcca 10320 
tcttgtggat tccagggatt gaactcgggt catcaggctt ggctgcaagt gacttactta 10380 
ggtgtctccc agaccctctc ggtttgatta gttagatgct gcacttcatg cctgactttc 10440 
gcactatgta gatagagcaa tgtctataac atctcctaca atgatatgta tatcaagagc 10500 
caagtgatga gatggctcag tgggtaagag cacagactgc tcttccaaag gtcccgagtt 10560 
caaatcccag caatcacata gtggcttcca ttccctctta tggaatgtct gaagactgct 10620 
acagtgtact tacatataat aaataaataa atcttaaaaa aaaaaaaccc agccgggcgt 10680 
ggtggcgcac gcctttaatc ccagcacttg ggaggcagag gcaggcggat tcctgagttc 10740 
gacgccagcc tggtctacag agtgagttcc acgacagcca gaactacaca gagaaaccct 10800 
gtctcgaaaa aaaaaagaga gagagggaag tgagagcgca ataatcttaa catttctgtg 10860 
gttgtctttg ctgtagtcta ttctgataag caatgctggc ttgctcccaa ggtaggaagt 10920 
aacatttctt tataaaaggt atttgctctg ctttattttt ctgttttatt tatggtgctg 10980 
aggatggaac ccaggaccct tggcaagcaa ggctagctgt ttaccactga gccatactcc 11040 
agccttgcac tgggggattc taggcaaggg ttctaccact gagccacact ccccaccccc 11100 
atccctctct ggaagattct aggcagttcc atacctagcc tttgatcttt taagacggtc 11160 
ttactagagc tcagtt 11176 
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